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(54) TYPE CC CHEMOKINE-LIKE PROTEIN 

(57) An isolated novel type CC chemokine-like pro- 
tein which is expressed from peripheral blood mononu- 
clear cells under an immunological stimulus and has a 
cell migration activity; a DNA encoding the protein; an 
expression vector and a transformant containing the 
DNA; a process for producing a recombinant protein by 
using the transformant; and a pharmaceutical composi- 
tion containing the protein. 



< 

CD 

o 

CO 
CO 

o 

Q. 
LU 



Printed by Xerox (UK) Business Services 
2.16.3/3.4 



BNSDOCID:<EP 0860446A1> 



EP 0 860 446 A1 



Description 

TECHNICAL FIELD 

5 The present invention relates to a novel chemokine-like protein of type CC, a DNA encoding said protein, a vector 

comprising said DNA, and a transformant containing said vector. In addition, the present invention relates to a use of 
the above novel protein, as well as a pharmaceutical composition comprising the protein, for example, an anti-inflam- 
matory agent, an immune response modifier, or a diagnostic for diseases associated with inflammation and/or immu- 
nity. The present invention also relates to a monoclonal antibody raised against said protein and a hybridoma capable 

w of producing said antibody. 

BACKGROUND ART 

Various exogenous or endogenous tissue impairments, invasions, or exposures to antigens, which are caused by 

is physical, chemical or biological mechanisms, induce strong inflammatory or immune responses. Although these 
responses are essential biophylactic reactions, they may sometimes bring about acute or chronic diseases. When a 
substance causative of inflammatory or immune responses attacks a tissue, inflammatory or immune competent cells 
such as neutrophils, granulocytes, or macrophages, first adsorb to vascular endothelium, and then migrate outside the 
blood vessel and accumulate at an invaded or impaired tissue, or a tissue where an antigen exists. As substances 

20 inducing such sequential cell migration reactions, there exist a group of chemotactic cytokines, so-called "chemokines". 
Chemokines belong to a cytokine family which induces the migration reactions (chemotactic reactions), and at least 18 
kinds of chemokines have been reported in human. Chemokines are known to be closely related to each other in the 
structure because they have similar amino acid sequences. 

Chemokines are generally classified into two groups based on the arrangement of the first two cysteine residues 

25 of the four cysteines commonly conserved, that is, type a or CXC in which the two cysteines are intervened by one 
amino acid, and type p or CC in which the two cysteines are contiguous. Examples of the type CXC chemokines in 
human include IL-8, p-TG, PF-4, MGSA/GRO, ENA-78, NAP-2, GCP-2 and IP-10, which mainly induce the activation 
and migration of neutrophils. Examples of the type CC chemokines in human include MIP-1a, MIP-1 p, RANTES, MCP- 
1, MCP-2, MCP-3, and I-309, which mainly induce the activation and migration of monocyte/macrophages. Further- 

30 more, the type CC chemokines also include those capable of inducing the activation and migration of T-cells, basophils, 
eosinophils, or the like (J. J. Oppenheim et al. , Annu. Rev. Immunol. 9:61 7-648, 1 991 ; M. Baggiolini & C. A. Dahinden, 
Immunol. Today 15: 127-133, 1994). In addition, achemokine SCM-1, which is presumed to be of type y or C different 
from the above-mentioned two types, has recently been reported (T. Yoshida et a/., FEBS Letters 360: 155-159, 1995). 
Since chemokines are profoundly involved in bioprophylactic reactions as described above, the identification of a 

35 novel chemokine and the elucidation of its activity would highly contribute not only to the analysis of the immune 
response in which the chemokine is involved, but also to the development of a method for treating, preventing, or diag- 
nosing the related diseases. A chemokine derived from human is useful for such purpose though, those from animals 
other than human, preferably mouse, are also needed for conducting requisite tests using experimental animals, tt is 
therefore desirable to obtain a novel chemokine of human origin and its mouse counterpart As is often the case with 

40 many physiologically active substances exhibiting the activity in only a slight amount, a novel chemokine cannot be 
obtained in ease. 

Considering the fact that chemokines are secretory proteins which share the similarity of structure, the present 
inventors have concentrated their efforts on obtaining a novel chemokine by means of a signal sequence trap method. 

Thus, by using a signal sequence trap vector originally constructed (Yoshida et a/., FEBS Letters 360:155- 
45 159,1995), a great number of cDNA fragments encoding secretory proteins or type I membrane proteins were sepa- 
rated from mitogen-stimulated normal human peripheral blood mononuclear cells, and their base sequences wore com- 
pared with existing databases to find a cDNA fragment which potentially encodes a sequence characteristic of type CC 
chemokines. 

A full-length cDNA was then isolated using the cDNA fragment, sequenced and identified. Finally, the inventors 
so have obtained a DNA encoding a protein having a signal sequence which, after cleavage of the signal sequence, 
affords a secretory protein belonging to the mature type CC chemokines. The novel DNA was inserted into an appro- 
priate expression vector, which was then transformed into an appropriate host cell. The transformants, when cultured, 
produced a type CC human chemokine-like protein capable of inducing the cell-migration of HUT78, and the like. The 
present inventors have succeeded in the isolation of mouse genomic DNA and cDNA using the DNA encoding human- 
55 derived ch mokine-like protein, and, eventually, in the expression thereof in transformants. A base sequence of a DNA 
encoding a novel type CC chemokine-like protein from human and an amino acid sequence deduced therefrom are 
shown in SEQ ID NO: 1 . A base sequence of a DNA encoding a novel type CC chemokine-like protein from mouse and 
an amino acid sequence deduced therefrom are shown in SEQ ID NO: 2. 
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DISCLOSURE OF INVENTION 

The present invention provides a protein having the following characteristics: 

5 1) its expression from peripheral blood mononuclear cells is induced in the presence of an immunological stimulus; 

2) it is expressed mainly from thymus not from spleen, in the absence of the stimuli; and 

3) it has the two contiguous cysteine residues characteristic of type CC chemokines. 

The novel type CC chemokine-like protein of the present invention is expressed from peripheral blood mononuclear 
10 cells in the presence of an immunological stimulus, and the expression can be accelerated by phytohemagglutinin 
(PHA) or under the condition where the humoral immunity is induced. Particularly, the expression from monocytes is 
induced to higher extent in the presence of a cytokine selected from GM-CSF, IL-3 and IL-4 which participate in the 
induction of humoral immunity. The protein, as a characteristic, is not induced by TNF-a or IFN-y which induces the cel- 
lular immunity, or LPS. 

is Based on the characteristics of the novel protein of the present invention that the organ which constitutively 
expresses it is thymus and that the production thereof is induced in response to an immunological stimulus, the present 
inventors named the protein "TARC" (Thymus and Activation- Regulated Chemokine). Accordingly, the novel protein and 
the DNA encoding it are referred herein to as "TARC" or "TARC protein", and "TARC DNA", respectively. The term 
"TARC" includes those derived from human and mouse; and if necessary, TARC of human origin may be referred as 

20 "human TARC" or "hTARC", and that of mouse origin as "mouse TARC" or "mTARC". Similarly, DNAs encoding these 
proteins are referred as human TARC DNA, hTARC DNA, mouse TARC DNA, or mTARC DNA, respectively. However, 
human TARC and the DNA encoding it may sometimes be referred simply as TARC and TARC DNA, respectively. In 
addition, in the present specification, the terms "DNA" and "gene" encoding TARC are used interchangeably. The DNA 
may be a synthetic or natural DNA 

25 Once a DNA encoding TARC is disclosed by the present invention, those one ordinary skilled in the art can easily 
obtain a TARC variant with a function and/or an activity substantially equivalent to that of the TARC having the above 
amino acid sequence, through the substitution, insertion or deletion of one or more amino acids by a method known in " 
the art. A variant so obtained is, therefore, also included within the scope of TARC of the present invention. 

Accordingly, the present invention also provides a human type CC chemokine-like protein comprising an amino 

30 acid sequence of the amino acid residues 24-94 in SEQ ID NO: 1, and a variant thereof which containes, in said 
sequence, a substitution, insertion or deletion of an amino acid(s) or an amino acid sequence(s) and which has a func- ^ 
tion or an activity substantially equivalent to that of the said human type CC chemokine-like protein. 

The present invention also provides a human type CC chemokine-like protein comprising an amino acid sequence 
of the amino acid residues 1 -94 in SEQ ID NO: 1 , and a variant thereof which contains, in said sequence, a substitution, 

35 insertion or deletion of an amino acid(s) or an amino acid sequence(s) and which has a function or an activity substan- 
tially equivalent to that of the said human type CC chemokine-like protein. * 
Furthermore, the present invention also provides a mouse type CC chemokine-like protein comprising an aminos 
acid sequence of the amino acid residues 24-93 in SEQ ID NO: 2, and a variant thereof which contains, in said" ' 
sequence, a substitution, insertion or deletion of an amino acid(s) or an amino acid sequence(s) and which has a func- 

40 tion or an activity substantially equivalent to that of the said mouse type CC chemokine-like protein. 

In addition, the present invention also provides a mouse type CC chemokine-like protein comprising an amino acid 
sequenced of the amino acid residues 1 -93 in SEQ ID NO: 2, and a variant thereof which contains, in that sequence, a 
substitution, insertion or deletion of an amino acid(s) or an amino acid sequence(s) and which has a function or an 
activity substantially equivalent to that of the said mouse type CC chemokine-like protein. 

45 A "variant" of TARC described in the present specification may contain chemical or biological alterations, or natural 
or artificial amino acids, so far as it exhibit a function or an activity substantially equivalent to that of TARC having the 
amino acid sequence described herein. 

BRIEF DESCRIPTION OF DRAWINGS 

50 

Fig. 1 shows a base sequence of a cDNA for human TARC and the amino acid sequence deduced therefrom. 

Fig. 2 is a comparison of amino acid sequence of the human TARC protein of the present invention and those of 
seven known human type CC chemokines. 

Fig. 3, panel A is a photograph of Northern blotting showing the expression of hTARC mRNA in normal human 
55 peripheral blood mononuclear cells at various times after the stimulation with PHA; and Fig. 3, panel B is a photograph 
of Northern blotting showing the expression of hTARC mRNA in various human tissues. 

Fig. 4 is a gene map of a recombinant vector pVL-TARC. 

Fig. 5, panel A shows an elution pattern of purified final product of the human TARC produced in insect cells from 
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a Cosmosil 5C4-300 column (Nacalai Tesque), and panel B is a photograph showing the result of SDS-PAGE. 
Fig. 6 is a gene map of an expression vector pGEMEX-TARC. 

Fig. 7 is a photograph showing the results of SDS-PAGE at various stages in the purification of human TARC 
expressed in Escherichia coii. 

Fig. 8 shows a base sequence of a cDNA for mouse TARC and the amino acid sequence deduced therefrom. 
Fig. 9 is a gene map of a recombinant vector pVL-mTARC. 

Fig. 10, panel A shows an elution pattern of a purified final product of mouse TARC produced in insect cells from a 
Cosmosil 5C4-300 column (Naqalai Tesque), and panel B is a photograph which shows a result of SDS-PAGE. 

Fig. 1 1 is a photograph showing the morphology of a tissue of Balb/c mouse after 24 hrs from the hypodermal injec- 
tion of purified mouse TARC produced in insect cells, wherein the cell infiltration profile was observed after staining the 
tissue with hematoxylin-emosin. 

Fig. 1 2 is a photograph showing the morphology of a tissue of Balb/c mouse after 24 hrs from the hypodermal injec- 
tion of PBS alone, wherein the cell infiltration was observed after staining the tissue with hematoxylin-eosin. 

Fig. 13 is a bar graph showing the specific binding of 125 l-labeled TARC to various types of cell. 

Fig. 14, panel A is a graph showing the change in the amount of the specific binding of 125 l-labeled TARC to Jurkat 
cells at various concentrations, and panel B is a Scatchard plot of the results shown in panel A. 

Fig. 15, panel A is a graph showing the specific binding of 125 l-labeled TARC to Jurkat cells, which was obtained at 
a fixed concentration of 125 l-labeled TARC while increasing the concentration of unlabeled TARC, and panel B is a 
graph showing the binding of 125 l-labeled TARC to Jurkat cells, which was obtained at a fixed concentration of 125 l- 
labeled TARC in the absence of unlabeled chemokines, or in the presence of 200 nM of TARC or other chemokines. 

Fig. 16 is a graph showing the change in the amount of specific binding of 125 Mabeled TARC to erythrocytes, which 
was obtained at a fixed concentration of 125 l-labeled TARC and increasing concentrations of unlabeled TARC or other 
chemokines. 

Fig. 17 is a Scatchard plot of the results shown in Fig. 16. 

Fig. 18 is a graph showing the effect of concentration of TARC on the migration activity of HUT78 cells. 

Fig. 19 is a graph showing the effect of concentration of TARC on the migration activity of granulocytes. 

Fig. 20 is a graph showing the effect of concentration of TARC on the migration activity of monocytes. 

Fig. 21 is a graph showing a time course of the TARC expression from normal human peripheral blood mononu- 
clear cell under the stimulation with PHA, an anti-CD3 antibody, or LPS. 

Fig. 22 is a graph showing the levels of the TARC expression from normal human peripheral blood mononuclear 
cells under the stimulation with various cytokines [IL-1a (R & D), IL-2 (Sionogi Pharmaceutical Co.), IL-3 (Genzyme) 
IL-4 (PeproTech, Inc.), IL-7 (PeproTech, Inc.), IL-10 (Genzyme), GM-CSF (Genzyme), TNF-a (PeproTech Inc ) IFN-y 
(Sionogi Pharmaceutical Co.), M-CSF and PHA (R & D)]. 

Fig. 23 is a graph showing the relationships between the cytokine concentration and the level of TARC expression 
from normal human peripheral blood mononuclear cells. 

Fig. 24 is a graph showing the inductive effects of PHA, PHA/PMA, GM-CSF, IL-3, or IL-4 on the TARC expression 
in CD14-positive monocytes and CD14-negative lymphocytes separated from normal human peripheral blood mononu- 
clear cells. 

Fig. 25 is a result of Northern blotting showing the expression of TARC mRNA expression in human peripheral 
blood mononuclear cells stimulated by PHA (GIBCO-BRL), LPS (LA391 , Sigma Chemical Co.), IL-4 (PeproTech Inc ) 
IL-3 (Genzyme) or GM-CSF (Genzyme). ' 

Fig. 26-A is a graph showing the migration activity of TARC. which was secreted from normal human peripheral 
blood monocytes under the stimulation with a cytokine (IL-4, IL-3 or GM-CSF), on a T-cell line HUT78. Fig. 26-B is a 
graph which shows that the migration activity on HUT78 is disappeared only by anti-TARC antibody. 

Fig. 27 is a graph showing the suppressive effects of cytokines IFN-y and IL-10 on the TARC expression from nor- 
mal human peripheral blood mononuclear cells under the stimulation with cytokines. 

Fig. 28 is a gene map of a recombinant vector pDREF-TARC-SEAP(His) 6 used for the expression of a fused protein 
of TARC and SEAR 

Fig. 29 is a graph showing the change in the specific binding of TARC-SEAP to 293/EBNA-1 cells expressing 
CCR4, which was measured at a fixed concentration of TARC-SEAP at 1 nM while increasing the concentration of unla- 
beled TARC. 

Fig. 30 is a graph showing the inhibitory effects of 200 nM of unlabeled human chemokine of various kinds includ- 
ing TARC on the TARC-SEAP binding to 293/EBNA-1 cells expressing CCR4, which was measured at a fixed concen- 
tration of TARC-SEAP at 1 nM. 

Fig. 31 is a graph showing the effects of concentration of TARC, RANTES, and MIP-1a on the migration activity of 
293/EBNA-1 cells expressing CCR4. 
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BEST MODE FOR CARRYING OUT THE INVENTION 

As a result of intimate study, the TARC of the present invention has proved to be a novel protein with properties dis- 
tinct from those of the known type CC chemokines as follows. 

5 

(1) A human TARC is a protein of 94 amino acids at the DNA level, which, however, is presumed to give a mature 
protein which is a basic protein consisting of 71 amino acids with a molecular weight of about 8 kDa after cleavage 
of the signal sequence between alanines at positions 23 and 24. 

(2) The mature TARC exhibits a significant homology to type CC chemokines, and in particular, all of the four 
10 cysteines conserved in type CC chemokines are also conserved in this protein (see, Fig. 2). 

(3) It shows less than 30 % homology to known type CC chemokines, with the highest homology of about 29% to 
RANTES. 

(4) In contrast with known type CC chemokines, the tissue which constitutively expresses the protein is mostly 
restricted to thymus. 

is (5) It is expressed in peripheral blood mononuclear cells (PMBC) in the presence of immunological stimulus. 
(6) The expression of the protein in PMBC is, for example, characterized by the following matters. 

1) The expression is stimulated more strongly by non-specific phytohemagglutinin (PHA) than anti-CD3 anti- 
body specific to T cells, and is not stimulated by LPS which induces expression of conventional chemokines. 
20 2) The expression is induced by cytokines (GM-CSF, IL-3, IL-4) at a physiological concentration. 

3) The expression is not induced by TNF-a and IFN-y which induce expression of known chemokines; 

4) The expression of TARC mRNA is also induced by PHA, GM-CSF, IL-3, and IL-4; 

5) It is secreted only from monocytes under the stimulation of GM-CSF, IL-3, or IL-4. To the contrary, it is 
secreted only from lymphocytes under the stimulation with PHA, or PHA/PMA, and the induction with PHA is 

25 remarkably suppressed by PMA. 

6) The expression of mRNA for TARC in human peripheral blood mononuclear cells is hardly observed in the 
absence of stimulation or in the presence of LPS stimulation. However, the expression is induced by about 400 
times under the stimulation with GM-CSF or IL-3, and by about 40 times under the stimulation with IL-4 or PHA.*, 

30 (7) Mouse TARC has similar characteristics to those of human TARC, and is a protein of 93 amino acids at the DNA 
level, which is presumed to give a mature protein which is a basic protein consisting of 70 amino acids with a molec- . 
ular weight of about 8 kDa after cleavage of the signal sequence between alanines at positions 23 and 24. 

(8) Human TARC and mouse TARC are highly homologous with a homology of about 64.4%. 

(9) It exhibits a leukocyte infiltration effect (chemokine-like activity). 

35 (10) Receptor for TARC is expressed on certain T-cells (Jurkat, Molt3, CEM, Hut78, MT2, MT4, Hutt 02), peripheral 

blood lymphocytes, and activated peripheral blood T-cells. 

(11) The TARC receptors on cells are independent of other chemokine receptors. The binding between the receptor? 
and TARC is not inhibited by other chemokines. 

(12) It binds specifically to DARC, one of the chemokine receptors on erythrocyte. 

40 (13) Culture medium of normal human peripheral blood monocytes stimulated by IL-3 or GM-CSF induces a strong 
migration of HUT78 cells, but does not induce the migration when it is not stimulated or stimulated by IL-4. The abil- 
ity of GM-CSF-treated cultured supernatant to induce the migration of Hut78 cell almost disappears when treated 
with guinea pig anti-TARC antibody. 

(14) The expression of TARC in peripheral blood mononuclear cells under the stimulation with GM-CSF, IL-3, or IL- 
45 4 is suppressed by IFN-y, which suppresses the humoral immunity induced by IL-4, and by IL-10, which suppresses 

the immune response generally . 

(15) It specifically binds to CCR4 which has been reported as a receptor for MIP-1a, RANTES, MCP-1 (C.A. Power 
eta!., J. Biol. Chem. vol. 270, No. 33, 19495-19500, 1995; which describes experiments with CCR4 expressed on 
Xenopus laevis ovules). 

so (16) It exhibits a migration activity on 293/EBNA-1 cells expressing CCR4. 

From the above, it is apparent that TARC of the present invention is a novel cytokine belonging to type CC chem- 
okine. Production of TARC is induced by an immunological stimulus, and its constitutive expression is almost restricted 
to thymus. In periphery, it is expressed from peripheral blood monocytes stimulated by certain cytokines (GM-CSF, IL- 
55 3, or IL-4). 

Thus, TARC is possibly involved in the migration of immature T-cells into thymus tissue and in the differentiation and 
maturation of T-cells in that tissue. Further, the fact that production of the protein is induced by an immunological stim- 
ulus to peripheral blood mononuclear cells suggests that the protein could play an important role in inflammation and 
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immune responses. Accordingly, TARC is believed to be a medically important protein which induces the migration and 
activation of leukocytes in the inflammatory reaction and the immune response, and plays an important role in, for 
example, the differentiation and maturation of T-cells in thymus. 

The remarkable differences between TARC and the conventional type CC chemokines in the expression indicate 
that TARC has a specific physiological function(s). For instance, the fact that expression of TARC is stimulated to higher 
extent by non-specific phytohemagglutinin (PHA) than T-cell-specific anti-CD3 antibody demonstrates that TARC 
should be expressed from peripheral blood mononuclear cells (PMBC) under the stimulation with cytokines secreted 
from T-cells, rather than being secreted directly from T-cells. This is also apparent from the fact that the stimulation with 
LPS was not resulted in the expression of TARC. which generally induces the expression of most of the known chem- 
okines. 

Specifically, the expression of TARC is induced by various cytokines, especially by GM-CSF, IL-3, and IL-4 with 
strong effect. Since the first two cytokines are involved in maintenance of the homeostatic immune system, and IL-4 in 
the humoral immunity such as allergy, TARC is supposed to function under the circumstance where a humoral immunity 
is induced. Further, the fact that the expression of TARC is not induced by TNF-a or IFN-y, which is known to induce the 
expression of existing chemokines, also indicates that TARC is expressed and functions under a circumstance different 
from that for other chemokines. These facts, however, do not mean to exclude the possibility that TARC is expressed in 
lymphocytes besides normal human peripheral blood monocytes. 

In addition, the expression of many chemokines is induced more strongly when PMA (phorbol myristate acetate) is 
added together with PHA, whereas that of TARC was reduced by such a combination. This fact suggests that the 
expression of TARC is under the similar control to that for expression of IL-4, supporting the supposition that TARC is 
involved in the humoral immunity as IL-4 is. 

Cultured medium obtained by culturing normal human peripheral blood monocytes under the stimulation with GM- 
CSF or IL-3 exhibits a cell migration activity on HUT78 cells, as a recombinant TARC does. The migration activity of the 
cultured medium obtained under the GM-CSF stimulation was neutralized by an anti-TARC antibody. This fact suggests 
that, similar to a recombinant TARC, the TARC secreted from normal human peripheral blood monocytes also has a 
migration activity on cells expressing TARC-specif ic receptors. 

As described above, in contrast with other chemokines, the expression of TARC from peripheral blood mononuclear 
cells is inducible under the conditions for the humoral immunity. The humoral immunity is induced by IL-4, and sup- 
pressed by IFN-y, whereas the cellular immunity is induced by IFN-y, and suppressed by IL-4. IL-10 suppresses the 
immunity generally. The fact that IFN-y and IL-10 suppress the expression of TARC from normal human peripheral 
blood monocytes stimulated by GM-CSF, IL-3, and IL-4 indicates that TARC is expressed under the condition in which 
immune response, specifically humoral immunity, is induced, and suppressed under the condition in which the cellular 
immunity is induced. Accordingly, TARC is supposed to be expressed and to function in a situation similar to that for the 
humoral immunity such as allergy, atopy, and asthma among others. 

The elucidation of functions of TARC of the present invention would contribute to the elucidation of, for example, the 
functions of thymus, the differentiation and maturation of T-cells, control of the inflammatory reaction and immune 
response, and thereby providing a new mean for inducing or suppressing the inflammatory reaction or immune 
response. 

In addition, an anti-TARC antibody and a gene (DNA) encoding TARC of the present invention can be used to ana- 
lyze the gene mutations of TARC as well as the expression states of corresponding mRNA and protein, and is useful in 
providing a new mean for revealing etiology of or diagnosing diseases associated with the blood and immune systems. 
Accordingly, they are useful for developing a new method of diagnosing and treating such diseases. 

Furthermore, a gene (DNA) encoding TARC of the present invention can also be useful in a gene therapy against, 
for example, hereditary diseases due to an abnormality in the TARC gene, various cancers, and lethal infections such 
as AIDS, by administrating it into bodies directly or after inserting it into an appropriate vector and introducing it ex vivo 
into cultured cells. 

Besides the above, it would also be possible to diagnose, for example, allergy, atopy, and asthma by measuring the 
blood concentration of TARC. In addition, it would be possible to treat or prevent allergy, atopy, asthma and the like by 
suppressing the expression or activity of TARC, and to induce the humoral immune condition while suppressing the cel- 
lular immune condition through the stimulation of the expression or activity of TARC. 

Accordingly, the present invention also provides a pharmaceutical composition comprising TARC of the present 
invention or a variant thereof. The pharmaceutical compositions of the present invention includes those for prophylaxis, 
treatment, and diagnosis, and the doses and administration routes can be determined as appropriate depending on, for 
example, the purpose and conditions of the subject to be treated, by using conventional methods. It will be easily under- 
stood that, since the TARC is a physiologically active substance, its acute toxicity would not be critical within th amount 
at which it exhibits the activity, that is, within the dosage for pharmaceutical composition of the present invention. 

For the various purposes, TARC and a fragment thereof containing the active part, a monoclonal or polyclonal anti- 
body against said TARC or a fragment thereof, and a receptor which specifically binds the TARC are also useful. 
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Accordingly, the present invention also provides a monoclonal antibody specific to TARC, and a hybridoma produc- 
ing said antibody As described in the Examples below, such antibodies and hybridomas can be produced using known 
methods established in the art. 

In the light of the activities of the present TARC protein, the detection of agonists or antagonists for TARC would be 
5 useful in the treatment, prophylaxis, or diagnosis of diseases or disorders associated with TARC. A screening of such 
substances can be achieved by exploiting, for example, the assay method of TARC protein, or the receptor specificity 
of the TARC protein, as herein disclosed. 

Thus, the present invention also provides a method for screening an agonist or antagonist of the TARC protein, 
which comprises the steps in which a sample suspected to contain said agonist or antagonist, cells secreting said pro- 
10 tein, and a cytokine inducing the secretion of said protein are mixed, and the secreted amount of said protein is meas- 
ured. 

The assay of the TARC protein can be achieved, for example, according to the protein assay method described in 
the Examples below. 

The cytokine usable in the above method includes, for example, GM-CSF, IL-3, and IL-4, and the cells secreting 
is TARC includes, for example, peripheral blood mononuclear cells. 

In addition, the present invention also provides a method for screening an agonist or antagonist of TARC protein, 
which comprises the steps in which a sample suspected to contain said agonist or antagonist is reacted with a receptor 
specific to said protein, and the binding activity and/or reactivity is measured. 

The receptor usable in the above method includes, for example, CCR4, and the measurement of the binding activity 
20 or reactivity may be achieved by the method described in the Examples below. 

A method for producing and identifying TARC of the present invention will be described below. The followings are 
provided only for illustration purpose and, unless specifically indicated, techniques known to those skilled in the art for 
gene recombination, transformation of host cells, production of a recombinant protein using transformants, and sepa- 
ration and purification of an expressed protein, and the like, and immunological methods can be used as appropriate. 

25 

I. Sequencing of a DNA Encoding TARC Protein 

A DNA fragment containing a DNA encoding the TARC protein of the present invention can be obtained from, for 
example, a cDNA library derived from normal human peripheral blood mononuclear cell (PBMC) stimulated with phyto- 
30 hemagglutinin (PHA). 

(1) Preparation of Probe 

A probe for cloning a gene encoding the TARC protein from a cDNA library is prepared as follows. 

35 Since TARC is a secreted protein, mRNA for TARC has a region encoding a signal sequence at the 5' terminus. 
Therefore, poly(A) + RNAs are first extracted from PHA-stimulated PBMC using QuickPrep mRNA Purification Kit(Phar- 
macia). Single-stranded DNAs are then generated from these mRNAs using random primers (GIBCO-BRL), and an 
oligo(dC) anchor is attached thereto at the 3' terminus. 

Then, double-stranded DNAs are synthesized using an oligo(dG) primer, degraded by ultra-sonication, and 

40 restored with T4 polymerase. The material is attached to Uni-amp adapter (Clontech), subjected to an agarose electro- 
phoresis followed by extracting 300-600 bp fragments highly containing the 5' terminal sequences. The fragments thus 
obtained are inserted into a signal sequence trap vector pDREF-CD4ST (Yoshida et aA, FEBS Letters 360: 155-159, 
1995). This vector is a shuttle vector containing a replication origin of Epstein-Barr virus (EBV), and is capable of self- 
replicating in the presence of the EBNA-1 protein. This vector also contains a DNA encoding human CD4 lacking its 

45 signal sequence inserted downstream from a strong EF-la promoter so that it allows the expression of CD4 in trans- 
fected Raji cells, when an unknown cDNA fragment encoding a signal sequence is inserted correctly and in frame 
between the two regions and used to transfect Raji cells. 

Raji cells are transfected with the vector pDREF-CD4ST to which the above fragments have been inserted, and the 
transfected Raji cells which became CD4-positive are enriched by sorting, and then plasmids are recovered therefrom. 

so Individual plasmid is then re-introduced into Raji cells, and after confirming the expression of CD4, plasmids which con- 
tains the inserted cDNA fragments potentially encoding a signal sequence are finally separated. The base sequences 
of the cDNAs inserted in these plasmids are determined and compared with the data bases to select a cDNA fragment 
encoding a sequence characteristic of type CC chemokines. The resultant cDNA which potentially encodes a desired 
novel protein is labeled with, for example, 32 P, and used as a probe in the screening of a cDNA library derived from 

55 PHA-stimulated human PBMC to obtain a full length cDNA. 

The cDNA library is constructed in a conventional manner according to, for example, the following method. 
Poly(A) + RNAs are extracted from PHA-stimulated human PBMC using QuickPrep Micro mRNA Purification Kit (Phar- 
macia), and cDNAs are synthesized from these poly(A) + RNAs using an oligo(dT) as a primer together with reverse tran- 
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scriptase, and then inserted into, for example, a vector pSPORTI (GIBCO-BRL). Screening of the library using the 
probe obtained in the above section is achieved in any one of the methods known to those skilled in the art, such as a 
recombinant phage plaque hybridization or a recombinant £ coti colony hybridization. 

The inserted cDNA in the recombinant plasmid so obtained is then sequenced. The sequencing is achieved, for 
example, in the following manner. Firstly, the inserted fragment is cleaved at the restriction enzyme sites located in said 
fragment, and each cDNA fragment is subcloned into an appropriate sequencing vector such as pBluescript (Strata- 
gene). Then, the base sequences of the cloned fragments are determined using, for example, the method of Sanger (R 
Sanger etaf., Proc. Natl. Acad. Sci. USA, 74: 5463-5467, 1977). 

II. Expression of a Recombinant TARC Protein 

A DNA encoding the TARC protein of the present invention is incorporated into an appropriate expression vector, 
and the expression vector so obtained is introduced into an appropriate host cell, such as a bacterial, yeast, insect, or 
animal cell, to obtain a transformant. 

Examples of a vector suitable for the expression of TARC DNA of the present invention include, but not limited to, 
pRSET, pGEMEX and pKK233-2 for bacterial host cells, pYES2 for yeast host cells, pVL1393 for insect host cells, and 
pEF-BOS, pSRa and pDR2 for animal host cells. 

In the case of prokaryotic microorganisms such as £ coli. DNA encoding TARC can be expressed under the con- 
trol of a strong promoter (such as a T7 promoter) as a precursor protein which comprises of a signal sequence derived 
from a natural precursor of a protein secreted from a prokaryotic microorganism (for example, a signal peptide OMPa) 
and TARC protein of mature form. 

In the case of yeast, it can be expressed as a precursor protein which comprises of a sequence derived from a nat- 
ural precursor substance of a protein secreted from yeast (for example, the prepro-sequence of pheromone a) and the 
mature TARC protein. 

In the case of animal cells, a gene encoding TARC protein can be inserted downstream from a strong promoter (for 
example, a EF-1ct promoter) in an appropriate expression vector, and introduced into an animal cell (for example, a 
CHO dhfr- cell) together with an effective selection marker (such as dihydrofolate reductase), and the transformants 
resistant against an agent (in this case, methotrexate) are selected to establish a cell line with high expression ability. 

In the case of human cells, a gene encoding TARC protein is incorporated into a virus or retrovirus, and the human 
cells are infected with the recombinant virus. When the transformants so obtained are cultured under the condition suit- 
able for the expression of TARC, the TARC protein is produced by the transformants. Alternatively, the mature TARC 
protein can also be totally synthesized by a known method using, for example, solid phase reactions and taking neces- 
sary account of the presence of two disulfide bondings. 

Thus, the present invention includes a TARC synthesized chemically or by genetic engineering as described above. 

III. Generation of an Anti-TARC Antibody 

As described above, antibodies specific for TARC of the present invention is useful in the elucidation of physiolog- 
ical events, as well as in the treatment, prophylaxis or diagnosis of diseases or disorders associated with the TARC 
activity. Thus, the present invention also provides an antibody against the TARC protein. 

Methods for generating an antibody (polyclonal and monoclonal) against a protein are well known in the art. 

For example, a peptide synthesized using a conventional peptide synthesizer on the basis of a part of the amino 
acid sequence shown in SEQ ID NO: 1 or 2, or a TARC protein which is produced in cells such as bacterial, yeast, ani- 
mal, or insect cells transformed with a TARC-expressing vector and purified by conventional protein-chemical methods, 
can be used as an immunogen for immunizing an animal such as a mouse, rat, hamster, or rabbit. A polyclonal anti- 
TARC antibody is then prepared from the serum of the immunized animal,. 

Alternatively, hybridoma may be produced by removing cells from spleen or lymph node of an immunized mouse or 
rat and fusing them with myeloma cells, according to the method of Kohler and Milstein [Nature, 256,495-497(1975)] or 
the method of Ueda [Proc. Natl. Acad. Sci. USA, 79, 4386-4390(1982)] which is an improved method of the former. 
Then, a monoclonal anti-TARC antibody may be produced from the hybridoma. Steps for preparing a monoclonal anti- 
body is exemplified below: 

(a) immunization of a mouse with a TARC protein; 

(b) removal of spleen from the immunized mouse and separation of spleen cells; 

(c) fusion between the separated spleen cells and mouse myeloma cells according to the method described by 
Kohler et a/, (see above) in the presence of a fusogenic agent (for example, polyethylene glycol); 

(d) cultivation of the resultant hybridoma cells in a selective medium in which unfused myeloma cells do not grow; 

(e) selection of a hybridoma cell producing a desired antibody by means of, for example, an ELISA or immunoelec- 
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troblotting, and cloning thereof by, for example, a limiting dilution method; and 

(f) cultivation of the hybridoma cell producing a monoclonal anti-TARC antibody, and separation of the monoclonal 
antibody from the culture. 

5 (IV) Detection of TARC mRNA and TARC Protein 

The TARC mRNA and TARC protein of the present invention can be detected by any one of conventional methods 
for specifically detecting a mRNA or a protein. 

For example, mRNA can be detected by Northern blotting or in situ hybridization using an antisense RNA or cDNA 
10 as a probe. Alternatively, mRNA can also be detected by a polymerase chain reaction (hereinafter, referred to as PGR) 
using an appropriate combination of primers, after conversion into cDNA using reverse transcriptase. 

The presence of the protein may be confirmed by a conventional immunoprecipitation method or Western blotting 
using a TARC-specific antibody obtained in the above section (III). 

is V Immunological Assay For the TARC Protein 

For example, to a fixed amount of the TARC labeled with radioisotope, enzyme such as peroxidase or alkaline 
phosphatase, fluorescent dye, or the like, are added an unlabeled TARC of known concentration and a monoclonal or 
serum-derived polyclonal anti-TARC antibody, and the antigen-antibody competitive reaction is allowed to proceed. The 

20 assay is carried out using different concentrations of the unlabeled antigen. The labeled antigen bound to the antibody 
is separated from the unbound labeled antigen by an appropriate method, and the radioactivity, enzyme activity, or flu- 
orescence intensity bound to the antibody is measured. As the amount of the unlabeled antigen increases, the amount 
of the labeled antigen bound to the antibody decreases. This relationship is plotted to obtain a standard curve. Alterna- 
tively, a so-called sandwich method is also availabe, in which one of two different monoclonal antibodies each recog- 

25 nizing different epitopes on a TARC protein is immobilized and the other is labeled by any one of the above methods, 
and the amount of the TARC bound to the immobilized antibody is detected and determined. 

In the next step, a sample containing unknown amount of antigen is added to the above-mentioned reaction system 
instead of the unlabeled antigen of known concentration. After the reaction, the radioactivity, enzyme activity, or fluores- 
cence intensity is obtained and compared to the standard curve to determine the amount of the antigen (i.e., the TARC 

30 protein) in the sample. In such a way, a new method of monitoring inflammatory or immune response, or differentiation 
and maturation of T-ceils can be provided. „. - 

VI. Verification of Chemokine Activity of TARC Protein 

35 The chemokine activity of the TARC protein of the present invention can be verified by, for example, the following 

procedures. For in vitro verification of the chemokine activity, TARC can be introduced into one side of a cultivation con- 
tainer partitioned with an intervening porous filter having a constant pore size. The target cells are introduced into the 
other side, and the number of cells migrated through the filter pore into the side containing TARC after a definite period 
is then compared with that due to random migration. For in vivo verification of the chemokine activity, a purified TARC 

40 protein can be subcutaneously administrated into an animal, and the infiltration and accumulation of the cells can be 
detected using histological methods 

The present invention will be further illustrated in the following Examples. 

Example 1 Isolation of a DNA Encoding Human TARC 

45 

I. Clo ning pf Hgmgn TARC CDNA 

(1) Preparation of a cDNA library derived from phytohemagglutinin-stimulated human peripheral blood mononuclear 
cells 

50 

A cDNA library of normal human peripheral blood mononuclear cells stimulated with phytohemagglutinin (PHA) 
was prepared as follows, according to a conventional method known in a literature (J. Sambrook et a/., Molecular Clon- 
ing: A Laboratory Manual, second edition, Cold Spring Harbor Laboratory, New York (1989)) and using a cDNA synthe- 
sis system and a cDNA cloning system manufactured by GIBCO-BRL 
55 Firstly, poly(A) + RNAs were extracted from normal human peripheral blood mononuclear cells stimulated with PHA, 
using QuickPrep Micro mRNA Purification Kit (Pharmacia). Human peripheral blood mononuclear cells (2 x 10 7 cells) 
stimulated with PHA for 72 hours were lysed with cell lysis solution appended to the kit. An oligo-dT resin was then 
added thereto, and mixed for 3 minutes for allowing poly(A) + RNAs to bind to the resin. The resin was then centrifuged 
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for 1 minute at 12,000 rpm in a TOMY centrifuge MRX-150 (TOMY Seiko). The precipitation formed was washed three 
times with a high salt washing solution, and five times with a low salt washing solution, and then eluted with an eluent. 
To the eluate were added 0.1 volume of 3M sodium acetate and 2 volumes of ethanol. The mixture was cooled for 1 
hour at -80°C, and centrifuged for 5 minutes at 1 2,000 rpm in a TOMY centrifuge MRX-1 50 (TOMY Seiko) to precipitate 
s the poly(A) + RNAs, which were then dissolved in sterile distilled water. The amount of recovered poly(A) + RNAs was cal- 
culated from the absorbance at 260 nm. Ten M g of poly(A)+RNAs was obtained from the PHA-stimulated human periph- 
eral blood mononuclear cells. 

Synthesis of cDNA was carried out using the purified poly(A) + RNAs as templates in the following manner. Single- 
stranded DNAs were first synthesized by reacting 4 ug of poly(A) + RNAs as a template using a reverse transcriptase 

io SUPER SCRIPT II RT (GIBCO-BRL) for 1 hour at 37°C in a reaction buffer (50 mM Tris-HCI, pH 8.3, 75 mM KCI, 3 mM 
MgCI 2 , 10 mM DTT, 500 uM dNTPs (dATP, dGTP, dCTP, dTTP), 50 ng/ml Not I primer-adapter (GIBCO-BRL) and 
20,000 U/ml reverse transcriptase SUPER SCRIPT II RT). The sequence of the Not I primer-adapter is shown as SEQ 
ID NO: 3. These single-stranded DNAs were reacted as templates for 2 hours at 16°C in a reaction buffer (25 mM Tris- 
HCI, pH 7.5, 100 mM KCI, 5 mM MgCI 2 . 10 mM (NH 4 ) 2 S0 2 , 1.2 mM DTT, 0.15 mM p-NAD+, 250 uM dNTPs (dATP, 

is dGTP, dCTP, dTTP), 65 U/ml DNA ligase, 250 U/ml DNA polymerase I, and 13 U/ml RNase H) to synthesize cDNAs! 
T4 DNA polymerase was then added thereto at a final concentration of 65 U/ml, and further reacted for 5 minutes at 
16°C to obtain double-stranded DNAs. These double-stranded DNAs were reacted for 16 hours at 16°C in a reaction 
buffer (50 mM Tris-HCI, pH 7.6, 10 mM MgCI 2 , 1 mM DTT, 1 mM ATP, 5% PEG 8000, 200 ng/ml Sal I adapter (GIBCO- 
BRL), and 100 U/ml T4 DNA ligase) to ligate them to a Sal I adapter. The Sal I adapter is a double-stranded DNA in 

20 which the DNAs shown as SEQ ID NOs: 4 and 5 have annealed. The resultant cDNAs were inserted between the Not 
I and Sal I sites in a vector pSPORTI to obtain a cDNA library. 

(2) Preparation of a cDNA library for signal sequence trapping 

25 The cDNAs enriched in those corresponding to the 5' terminal regions of mRNA were prepared from PHA-stimu- 
lated human peripheral blood mononuclear cells, and used for preparation of a signal sequence trap library according 
to a conventional method described in a literature (J. Sambrook era/., Molecular Cloning: A Laboratory Manual, second 
edition, Cold Spring Harbor Laboratory, New York (1989)) using a cDNA synthesis system, a 5* RACE system and a 
cDNA cloning system manufactured by GIBCO-BRL. 

30 Firstly, the cDNAs enriched in those corresponding to the 5' terminal regions of mRNA were synthesized in the fol- 
lowing manner, using the poly(A) + RNAs derived from PHA-stimulated human peripheral blood mononuclear cells 
Using a reverse transcriptase SUPER SCRIPT II RT (GIBCO-BRL), 5 M g of the poly(A)+RNAs as a template was 
reacted for 1 hour at 37°C in a reaction buffer (50 mM Tris-HCI, pH 8.3, 75 mM KCI, 3 mM MgCI 2 , 10 mM DTT, 500 M M 
dNTPs (dATP, dGTP, dCTP, dTTP), 150 ng random primers (GIBCO-BRL), and 20,000 U/ml reverse transcriptase 

35 SUPER SCRIPT II RT) to synthesize single-stranded DNAs. To this reaction was added 6N NaOH at a final concentra- 
tion of 0.4 N, and further reacted for 30 minutes at 65 °C. After hydrolysis of the template poly(A) + RNAs, 6N acetic acid 
was added at a final concentration of 0.4 N to neutralize the mixture. To the mixture was added an equal volume of a 
phenol/chloroform (1:1) mixture saturated with 10 mM Tris-HCI (pH 8.0), and the mixture was stirred, and centrifuged 
for 5 minutes at 12,000 rpm in a TOMY centrifuge MRX-150 (TOMY Seiko). The aqueous layer was removed, 0.2 vol- 

40 umes of 3M sodium acetate and 2 volumes of ethanol were added thereto, and cooled for 1 hour at -80°C. After centri- 
fuging for 5 minutes at 12,000 rpm in a TOMY centrifuge MRX-150 (TOMY Seiko), the precipitate was dissolved in 
sterile distilled water. These single-stranded DNAs were reacted for 10 min at 37°C in a reaction buffer (20 mM Tris-HCI, 
pH 8.4, 50 mM KCI, 1.5 mM MgCI 2 , 200 nM dCTP, and 400 U/ml terminal deoxynucleotidyl transferase) to attach an 
oligo-dC tail at the 3' termini. Then, the terminal deoxynucleotidyl transferase was inactivated by heating at 70°C for 5 

45 minutes. These single-stranded DNAs having oligo-dC tail were reacted for 2 hours at 16°C in a reaction buffer (25 mM 
Tris-HCI, pH 7.5, 100 mM KCI, 5 mM MgCI 2 , 10 mM (NH 4 ) 2 S0 4 , 1.2 mM DTT, 0.15 mM p-NAD+,250 *xM dNTPs (dATP, 
dGTP, dCTP, dTTP), 500 ng anchor primer (SEQ ID NO: 6), 65 U/ml DNA ligase, 250 U/ml DNA polymerase I, and 13 
U/ml RNase H) to synthesize double-stranded DNAs. The anchor primer was synthesized with a DNA synthesizer 
(Cyclone Plus DNA Synthesizer, Miligen/Biosearch). p-Linked beta-cyanoethylphosphoamidite reagents from Mili- 

so gen/Biosearch were used in the synthesis. After the synthesis was completed, the resultant oligonucleotide was eluted 
from the synthesis column with 2 ml of aqueous ammonia (28%, Nacalai Tesque), and treated for 5 hours at 60°C to 
detach the protective groups. To the deprotected oligonucleotide was added 10 volumes of butanol, and the mixture 
centrifuged for 10 minutes at 3,000 rpm in a TOMY centrifuge (TOMY Seiko) to precipitate and recover the product. The 
recovered oligonucleotide was dissolved in sterile distilled water, and determined by measuring the absorbance at 260 

55 nm. 

The double-stranded DNAs were partially degraded for 150 seconds under cooling with a TOMY sonicator UD-201 
(TOMY Seiko) at the maximum output. T4 DNA polymerase was then added thereto at a final concentration of 65 U/ml 
and allowed the reaction to proceed for 5 minutes at 16°C, and for 16 hours at 16°C in a reaction buffer (50 mM Tris- 
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HCI, pH 7.6. 10 mM MgCI 2 . 1 mM DTT, 1 mM ATP, 5% PEG 8000, 200 ^ml UNI-Amp adapter, and 100 U/ml T4 DNA 
ligase) to ligate the DNAs to the UNI-Amp adapter (Clontech). The UNI-Amp adapter is an adapter in which the DNAs 
shown as SEQ ID NOs: 7 and 8 have annealed. The partially-degraded double-stranded DNAs so obtained were used 
as templates in a PCR reaction conducted in a reaction buffer (10 mM Tris-HCl, pH 8.3, 50 mM KCI, 1.5 mM MgCl 2 , 

5 0.1% gelatin, 200 nM dNTPs (dATP, dGTP, dCTP, dTTP), 400 nM UAP primer (GIBCO-BRL), 400 nM UNI-Amp primer 
(Clontech), and 100 U/ml AmpliTaq DNA polymerase I). The sequences of the UAP primer and the UNI-Amp primer are 
shown as SEQ ID NOs: 9 and 1 0, respectively. The PCR was conducted on a DNA Thermal Cycler (Perkin-Elmer) using 
AmpliTaq Kit purchased from Takara Shuzo. The reaction was conducted as follows: a pretreatment for 3 minutes at 
94°C; 30 cycles of 45 seconds at 94°C, 45 seconds at 58°C, and 2 minutes at 72°C; and the final treatment for 3 min- 

to utes at 72°C. 

The cDNAs enriched in those corresponding to the 5* terminal regions of mRNA were inserted between the Sal I 
and Xba I sites of pDREF-CD4ST separately constructed (Yoshida et al., FEBS Letters 360: 155-159, 1995) to obtain 
a signal sequence trap library. The resultant signal sequence trap library was introduced into a human B-cell line Raji, 
and a clone capable of expressing CD4 on the surface was identified to select a gene fragment which comprises a sig- 
15 nal sequence, in the following manner. 

(3) Signal sequence trapping 

Ten ^g of the signal sequence trap cDNA library prepared in the above (2) consisting of the cDNAs enriched in the 
20 5* terminal regions of mRNA and derived from PHA-stimulated human peripheral blood mononuclear cells was intro- 
duced into 1 x 10 7 Raji cells suspended in 500 pi of PBS by electroporation. The electroporation was conducted on a 
Gene Pulser from BioRad set at a voltage of 250V and a capacitance of 500 nF. Raji cells in which the cDNA library has 
been introduced were obtained by cultivating the cells for one week in the presence of hygromycin (200 ng/ml) and by 
selecting the cells exhibiting resistance to the agent. Those cells exhibiting resistance to the agent were reacted with a 
25 mouse anti-human CD4 antibody (OKT4, obtained from ATCC) for 30 minutes at 4°C, and, after washing, further 



reacted with a magnetic beads-labeled sheep anti-mouse IgG antibody (Dynabeads, purchased from Dynal) for 30 min- £ 

utes at 4°C. The cells expressing CD4 on their cellular surface labeled with the magnetic beads were separated using . * \^ 

a magnetic separator. This magnetic separation was repeated three times, finally providing a cell population, 45% of % : 

which is expressing CD4 on their cellular surface. £ 
30 From this cell population, plasmid DNAs were recovered using Magic Minipreps DNA Purification System 

(Promega), and introduced again into E. coli DH10B. These E. coii cells were plated onto LB-ampicillin-agar plates (10 ./£ 



g tryptone, 5 g yeast extract, 10 g NaCI, 15 g agar, 50 ng/ml ampicillin per one liter distilled water), and incubated over- 
night at 37°C. Individual colony of E. coli generated on the plates was incubated overnight at 37°C in 5 ml LB-ampicillin 
medium (10 g tryptone, 5 g yeast extract, 10 g NaCI, 50 ng/ml ampicillin per one liter distilled water). From these cul- 

35 tured medium, plasmid DNAs were purified using Magic Minipreps DNA Purification System (Promega), and introduced 
again into 1 x 10 7 Raji cells suspended in 500 ^l PBS by electroporation. These Raji cells were reacted with a mouse 
anti-CD4 antibody (OKT4, obtained form ATCC) for 30 minutes at 4°C, and, after washing, further reacted with a FITC- 
labeled rabbit anti-mouse IgG (Fab')2 antibody (purchased from Dako) for 30 minutes at 4°C. The cells expressing CD4 
on their cellular surface which was labeled with FITC were identified using FacStar Plus (Becton-Dickinson). A hundred 

40 colonies of E. coli were checked, and 42 clones inducing the expression of CD4 on the cellular surface were finally 
obtained. 

The base sequences of these clones were determined by the Sanger method using A.L.F II Automated Sequencer 
and Autoread Sequence Kit manufactured by Pharmacia. Comparison of the sequences of these clones to existing data 
bases revealed that clone 98 contains two contiguous cysteines at 9 amino acids downstream from the putative signal 
45 sequence cleavage site, and has a structural property consistent with that of type CC chemokine, one of the cell migra- 
tory cytokines. 

(4) Cloning of a full-length cDNA for human TARC 

so In order to obtain a full-length cDNA of clone 98, the 207 bp cDNA fragment of clone 98 was labeled with 32 P using 

Multiprime DNA Labeling System (Amersham Japan), and used as a probe for screening the cDNA library of PHA-stim- 
ulated human peripheral blood mononuclear cells prepared in the above (1) by a colony hybridization method. The col- 
ony hybridization was conducted by a known procedure described in a literature (J. Sambrook era/., Molecular Cloning: 
A Laboratory Manual, second edition, Cold Spring Harbor Laboratory, New York (1989)). 

55 E. coii DH10B cells containing the human PHA-activated peripheral blood mononuclear cell cDNA library were 
plated onto LB-ampicillin-agar plates (10 g tryptone, 5 g yeast extract, 10 g NaCI, 15 g agar, 50 ng/ml ampicillin per one 
liter distilled water), and incubated overnight at 37°C. The colonies of E. coii generated on the plates were transferred 
onto nylon membranes (Hybond-N + , Amersham Japan), and then subjected to SDS treatment (10% SDS), alkaline- 
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denaturation (0.5 N NaOH, 1.5M NaCI), and washing (2 x SSC). These membranes were subjected to hybridization 
using the 32 P-labeled clone 98 as a probe. The hybridization was conducted overnight at 42°C using 6x SSC (1x SSC 
consists of 0.15 M NaCI, 0.015 M sodium citrate), 50% formamide, 0.5% SDS, 5-fold Denhardt's solution, and 100 
ng/ml salmon sperm DNA as the hybridization buffer. Alter washing the membranes with a buffer consisting of 2x SSC 
and 0.1% SDS for 10 minutes at room temperature, and twice with a buffer consisting of 0.2x SSC and 0.1% SDS for 
30 minutes at 60°C, X-ray films (Kodak) were exposed to the membranes, and developed. From the developed films, 
colonies which reacted with the probe were identified, and one cDNA clone (clone D3A) was finally obtained. The cDNA 
inserted in this clone D3A was sequenced by the Sanger method using A.LF. II Automated Sequencer and Autoread 
Sequence Kit manufactured by Pharmacia, and further subjected to various examinations described below. In result, 
said cDNA proved to encode an objective novel type CC chemokine-like protein (TARC). 

II. Determination the Structure of Human TARC 

(1) Analysis of the base sequence of the hTARC cDNA and the amino acid sequence encoded thereby 

The base sequence of clone D3A obtained in the above I. (4) was determined by the Sanger method using A.LF. 
II Automated Sequencer and Autoread Sequence Kit manufactured by Pharmacia. The base sequence of the cDNA 
clone D3A and the amino acid sequence of the open reading frame which does not internally contain any translational 
termination codon are shown in Fig. 1 . 

As shown in Fig. 1 , it was revealed that the gene inserted in clone D3A contains an open reading frame consisting 
of 94 amino acids, and that, at the N-terminus, it has a highly hydrophobic amino acid sequence characteristic of signal 
peptides. The calculated molecuar weight of the 94 a.a. protein is 10,507. The putative cleavage site of the signal pep- 
tide is between Ala-23 and Ala-24 according to a calculation, and indicated in Fig. 1 by a vertical bar. The two contigu- 
ous cysteines characteristic of type CC chemokines are shown at 9 amino acids downstream from this cleavage site. 

In addition, the putative mature protein consisting of 71 amino acid generated by cleavage of the signal peptide is 
presumed to be a secreted protein. The molecular weight of the putative mature secreted protein 71 amino acids is cal- 
culated to be 8,082, and the calculated isoelectric point is 9.7. 

(2) Similarity in sequence to type CC chemokines 

The amino acid sequence of hTARC was compared with those of the known type CC chemokines using FASTA and 
Clustal V programs. The results are shown in Fig. 2. In Fig. 2, the amino acids conserved in all of the type CC chemok- 
ines including hTARC are shadowed and boxed with a bold line, whereas the amino acids conserved in most of the 
chemokines are merely shadowed. The numbers at the right margin indicate the degrees of homology of hTARC to 
each of the other type CC chemokines in percentage. 

From Fig. 2, it has been shown that the amino acid sequence of hTARC protein of the mature secreted form has 
29%, 26%, 28%, 24%, 24%, 24%, and 28% homology to RANTES, MIP-1a, MIP-1p, I-309, MCP-1, MCP-2, and MCP- 
3, respectively, which are all classified as the type CC chemokine. In addition, it has been shown that the four cysteines 
conserved in all of the CC chemokines are also conserved in hTARC. The above results suggest that the resultant 
amino acid sequence represents a novel human type CC chemokine. 

III. Analysis of the Expression of hTARC mRNA by Northern Blotting 

Multiple tissue blots were purchased from Clontech, which have been prepared by electrophoresing 2 ^g each of 
poly(A) + RNAs isolated from various human tissues and transferring them onto a nylon membrane. In addition, 
poly(A) + RNAs were extracted from human peripheral blood mononuclear cells at 0, 4, 24, and 72 hours after stimulation 
with PHA, using QuickPrep Micro mRNA Purification Kit (Pharmacia). One fig of the isolated poly(A) + RNAs was elec- 
trophoresed on a 1% agarose gel containing 0.66 M formaldehyde, and transferred onto a nylon membrane (Hybond- 
N + , Amersham Japan). These membranes were subjected to hybridization using, as a probe, the Sma l-Pst I fragment 
of the hTARC cDNA clone D3A labeled with 32 P by means of Multiprime DNA Labeling System (Amersham Japan). The 
hybridization was conducted overnight at 42°C using, as a hybridization solution, 5x SSPE (1x SSPE consists of 0.18 
M NaCI, 0.01 M sodium phosphate. pH 7.5, 1 mM EDTA), 50% formamide, 2% SDS, 10x Denhardt's solution, 100 ug/ml 
salmon sperm DNA. The membranes were washed with a buffer consisting of 2x SSC and 0.1% SDS for 10 minutes at 
room temperature, and twice with a buffer consisting of 0.2x SSC and 0.1% SDS for 30 minutes at 60°C. Then, X-ray 
films (Kodak) were exposed to the membranes, and developed for analysis. The results of TARC mRNA expression at 
various times after the PHA-stimulation are shown in Fig. 3A, and the expression of TARC mRNA in each of various 
human tissues is shown in Fig. 3B. 

Fig. 3 A indicates that the expression of mRNA for hTARC in human peripheral blood mononuclear cells is not 
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detectable in the absence of stimulation. When stimulated with PHA, the expression of mRNA was not detected 4 hours 
after the stimulation, but reached almost maximal 24 hours after the stimulation, and was maintained even 72 hours 
after the stimulation, although at a lower level. 

In addition, it can be seen from Fig. 3B that mRNA for hTARC is highly expressed in thymus, and at a lower level in 
s lung, large and small intestines, whereas it is hardly detected in other tissues. 

These results indicate that, as opposed to the other type CC chemokines, hTARC is constitutively expressed only 
in thymus, and its production is induced by an immunological stimulus. 

Example 2 Expression of a Recombinant Human TARC in Silkworm Cells 

10 

(1) Construction of a recombinant vector pVL-TARC for expression of hTARC DNA in silkworm cells 

A 0.5 kb DNA fragment which has EcoR I and Not I sites at the both termini and which contains the hTARC 
sequence spanning from the translational initiation codon to the translations termination codon was obtained by simul- 
15 taneously digesting clone D3A described in Example 1 with EcoR I and Not I. This DNA fragment was inserted between 
the EcoR I site and the Not I site in pVL1393 (Invitrogen) used for preparation of a recombinant baculovirus to obtain a 
recombinant vector pVL-TARC. The gene map of the recombinant vector pVL-TARC is shown in Fig. 4. 

(2) Culture of transformants 

20 

The recombinant vector pVL-TARC and a linear DNA of AcNPV having a lethal deletion were then concurrently 
introduced into Sf9 insect cells to obtain a recombinant baculovirus. The recombinant baculovirus obtained was refined 
by a limiting dilution, and further infected to Sf9 insect cells at M.0. 1=0.1 to obtain a seed virus. This seed virus was then 
infected to Tn5B-4 insect cells (Invitrogen) (1 .2 x 10 7 cells per 150 cm 2 flask) at M.O.I=10-20, and incubated in a EX- 
25 CELL 400 serum-free medium (JRH Biosciences) (30 ml per 150 cm 2 flask) for 2 days at 27°C. 

(3) Isolation and purification of the product 

The cultured supernatant was recovered, and filtered through a 0.22 urn filter membrane. To the resulting filtrate 

30 was added 1/10 volume of 500 mM MES (pH 6.5), and the mixture was applied to a 1 ml Resouce-S column (Pharma- 
cia) equilibrated with Buffer A (50 mM MES (pH 6.5)/100 mM NaCI). This column to which the hTARC protein has been r 
bound was washed with Buffer A, and then eluted with a salt concentration gradient of NaCI using Buffer A and Buffer 
B (50 mM MES (pH 6.5)/1 .0 M NaCI). Fractions containing the hTARC protein were identified using SDS-PAGE and sil- 
ver staining. The result of the SDS-PAGE is shown in Fig. 5B. In Fig. 5B, "F" indicates the result for a FPLC fraction (a 

35 purification step just before the final step), and "H" indicates that for a HPLC fraction. 

To this fraction containing the hTARC protein was added TFA at a final concentration of 0.1%. The mixture was then 
applied to a Cosmosil 5C4-300 column (Nacalai Tesque) equilibrated with Buffer A (0.1% TFA), and eluted with an ace-, 
tonitrile concentration gradient using Buffer A and Buffer B (0.1% TFA, 60% acetonitrile). 

The elution pattern of the hTARC protein is shown in Fig. 5A. Fractions containing the hTARC protein were com- 

40 bined, and the acetonitrile was evaporated by drying in vacuo. The residue was then dialyzed against endotoxin-free 
PBS to obtain a purified final product. The concentration of protein was determined using BCA Kit (Pierce) and BSA as 
a control. The expression was good enough in amount, providing 300 jig of the purified hTARC protein from 300 ml of 
the cultured supernatant. The amount of contaminating endotoxin was below 4 pg/jig as assayed using a Limulus 
amoebocyte lysate assay (QCL-1000, Bio Whitaker), The N-terminal amino acid sequence of the purified hTARC pro- 

45 tein was determined using an amino acid sequencer (Shimazu), and proved to be ARGTNVGRE. As shown in Fig. 5C, 
this amino acid sequence agreed with the N-terminal amino acid sequence of the mature secreted form of the protein 
consisting of 71 amino acids which can be generated by cleavage of the signal peptide predicted from the base 
sequence. 

50 Example 3 Expression of a Recombinant Human TARC in E. coli 

(1) Construction of a recombinant vector pGEMEX-TARC for expression of hTARC DNA in E. coli 

A 0.2 kb DNA fragment which has Nde I and Not I sites at its termini and which contains the sequence of the mature 
55 hTARC from its initiation codon to its translational termination codon was obtained by PCR using as a template clone 
D3A described in Example 1 . The sequences of the two oligonucleotides used in the PCR are shown as SEQ ID NOs: 
11 and 12. The PCR was conducted on a DNA Thermal Cycler (Perkin-Elmer) using AmpliTaq Kit purchased from 
Takara Shuzo. The reaction was carried out using the DNA of clone D3A as a template in a reaction buffer (10 mM Tris- 
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10 



15 



20 



25 



!S'n, ?r Cl ' 1 5 mM M9C ' 2 ' 0 1% ge,atin - 200 ^ M dNTPs ( dATp . dGTp . dCTR dTTP), 400 M M primers and 
100 U/ml AmpliTaq DNA polymerase). The reaction was performed as follows; pretreatment at 94°C for 3 minutes 15 

tITjj 5 se z nd : at 45 seconds at s5 ° c - and 1 minute * 7za °- and a finai 3 jlzI£.c 

I V. f ?' ° n P ~ W3S 96Sted simultan eously with Nde I and Not I. and inserted between the Nde I site and 
Ih'oTn in Hg. 6. * * " P GEMEX " TA ^. The gene map ofTh^ ^Sor is 

(2) Culture of transformants 

BL2i T Ir!n^J; TA ^K Pr0tein haVi " 9 3 methionine residue * the amino terminus was expressed from E. coli strain 
ft^C in l i R^ T reSSI ° n V6Ct0r P QEMEX - TAR C Culture of E. coli strain BL21 was carried out for 3 hours 
at 37°C in a LB medium containing 1 mM IPTG. 

(3) Isolation and purification of the product 

0 p mMPM^ Ce !S T SUSpended in a Tris buffer (» mM Tris-HCI, pH 8.0. 1 mM EDTA, 1 mM 2-ME, 50 mM NaCI 
0.2 mM PMSF), and subjected to 5 cycles of freeze and thaw. To the mixture were then added DNase and MgCUat 

Te^nSrnt ? 10 r d 10 ^ reSP6CtiVely ' ^ thS mi * Ure al,OWed to Stand for 10 minutes at ro^mtem 
.„ ce " tr,fua ' na for 15 m ' nu tes at 4°C and at 10,000 rpm. the precipitated hTARC protein was washed three 

" jTr^iST^ Tr 'T" X -T 10 ^ EDTA) 40 ° btain 3 Partia "' P-^'recombinanThTARC p" 
tein The results of SDS-PAGE demonstrating the purification of hTARC are shown in Fig. 7. In Fig. 7 "S" indicates the 
result for he supernatant obtained by the centrifugation, "W1", »W2». and "W3» indicate the resute for the substances 

££H h! ~ VfT" ""JO? WaShin9S ' res P ectivel * ° f *• P^P'tate obtained by the c«*ifiUoH5? 
indicates the result for the washed precipitate containing the hTARC. 

E xample 4 Isolation of a DNA Encndino Mouse TARH 
'• Cloning of Mouse Genomic TARC DNA 



so To obtain a mouse TARC genomic DNA, the Sma l-Pst I fragment of the human TARC cDNA clone D3A described 
in Example 1 was labeled with ™P using Multiprime DNA Labeling System (Amersham Japan) and used as a pSe to 

ZtZT^ DN f ,ib I ar l deriV6d fr ° m Ba ' b/C m ° USe (C ' 0ntech ) * P'i ue hybridization. The plaque hybr, P diSon 
was conducted according to the procedure described in a literature (Sambrook et al. , Molecular Cloning A Laboratory 
Manual, second edition. Cold Spring Harbor Laboratory. New York (1989)) Larjoratory 

35 lb n?t! fTnS S0 ' t UliOn ° f the genomic DNA ,ibrar y <™ Balb/c mouse and E. coli LE392 were plated onto a 

LB-plate( Og tryptone, 5 g yeast extract, 10gNaCI, 1 5 g agar per 1 L distilled water), and incubated overnightat^O 0 ^ 
Plaquesof phage generated on the plate were transferred onto a nylon membrane (Hybond-N+ Amersham 5w and 
SD f h treatm h em SDS) ' alkaline - dena ^<" (0-5 N NaOH, 1.5 M NaCI), and washi g (2x S? C ) This 

« ^SZ^^'STi I? T idi2ati0n 38 3 Pr0bS thS Sma '" Pst ' fra9ment 0f the hTARC cDNA clone 
sIpe n J^P?^n ? fn :?^, WaS COndUCt6d ° Vemi9ht 81 42 ° C in a hybridization solution consisting of 5x 
5 ? n k i E °? S ' StS ° f 018 M NaCI ' 0 01 M SOdium P h0S P h ^. pH 7.5, 1 mM EDTA), 30% formamide 2% SDS 

min„?r^ tS f Ut '° n - 100 M9/m ' 531,110,1 8p8nn ° NA - The membrane was wa shed with 2x SSC, 0 rfsDS for 10 
minutes at room temperature, and twice with 2x SSC, 0.1% SDS for 30 minutes at 60«C. Then, a X-ray film (KodakTwas 

« S^ZXSZl and developed for idert ' ication of p,aques "** react with the Si^SS 

Qo.T' 16 Se 2.fT Ce ° f 4234 03568 in ° ne ° f the resu,tant 9 enomic DNA clor, es (clone #3) was determined by the 
Sanger method using A.L.F II Automated Sequencer and Autoread Sequence Kit manufactured by PhTrnTac,? A hfoh 

l°n m o1 0 these mflT" TARC ^1°^ *"* ^ ^ ^ ^ S Were P resumed to ■ b. ^ns Goijunc 
ton of these three regions generated a base sequence which contains an open reading frame consisting of 93 amino 

" ttr^&'zsxg? %) ,o ** * ,he hu ™- wrc - *— * * - ss 

'•• Cloning of a Mouse TARC cDNA 

55 (1 ) Preparation of cDNA library derived from PHA-stimulated Balb/c mouse spleen cell 

A cDNA library derived from PHA-stimulated Balb/c mouse spleen cell was prepared in the following manner 
according to the descriptions in a Irterature (Sambrook et al. , Mo.ecu.ar Coning: A Laboratory ManuaUecond Soa 



14 



BNSDOCID:<EP 0860446A1> 



EP 0 860 446 A1 



Cold Spring Harbor Laboratory, New York (1989)) using a cDNA synthesis system and a cDNA cloning system manu- 
factured by GIBCO-BRL. 

Poly(A) + RNAs were first extracted from Balb/c mouse spleen cells stimulated with PHA using QuickPrep Micro 
mRNA Purification Kit (Pharmacia). Balb/c mouse spleen cells (2 x 10 7 ) stimulated with PHA for 24 hours were lysed 
5 with cell lysis solution appended to the kit. Oligo-dT resins were added and mixed for 3 minutes to allow to bind to 
poly(A) + RNAs, followed by centrifugation for 1 minute at 12,000 rpm in a TOMY centrifuge MRX-150 (TOMY Seiko). 
The precipitates were washed with a high salt washing solution (3x), and a low salt washing solution (5x), and eluted 
with an eluent. To the eluate were added 0.1 volume of 3M sodium acetate and 2 volumes of ethanol, and the mixture 
cooled for 1 hour at -8Q°C, and centrifuged for 5 minutes at 12,000 rpm in a TOMY centrifuge MRX-150 (TOMY Seiko) 
w to precipitate the poly(A) + RNAs. The precipitates were then dissolved in sterile distilled water. The amount of recovered 
poly(A) + RNAs was calculated from the absorbance at 260 nm. Ten pg of poly(A) + RNAs was obtained from the PHA- 
stimulated Balb/c mouse spleen cells. 

cDNAs were then synthesized using the purified poly(A) + RNAs as templates in the following manners. Single 
stranded DNAs were first synthesized using a reverse transcriptase SUPER SCRIPT II RT (GIBCO-BRL) by reacting 4 
is jig of poly(A) + RNAs as templates for 1 hour at 37°C in a reaction buffer (50 mM Tris-HCI, pH 8.3, 75 mM KCI, 3 mM 
MgCI 2 , 10 mM DTT, 500 ^M dNTPs (dATP, dGTP, dCTP, dTTP), 50 ng/ml Not I primer-adapter (GIBCO-BRL) and 
20,000 U/ml reverse transcriptase SUPER SCRIPT II RT). The sequence of the Not I primer-adapter is shown as SEQ 
ID NO: 3. These single-stranded DNAs were reacted as templates for 2 hours at 16°C in a reaction buffer (25 mM Tris- 
HCI, pH 7.5, 100 mM KCI, 5 mM MgCI 2 , 10 mM (NH 4 ) 2 S0 2( 1.2 mM DTT, 0.15 mM p-NAD + , 250 nM dNTPs (dATP, 
20 dGTP, dCTP, dTTP), 65 U/ml DNA ligase, 250 U/ml DNA polymerase I, and 13 U/ml RNase H) to synthesize cDNAs. 
After the addition of T4 DNA polymerase at a final concentration of 65 U/ml, the reaction was continued for 5 minutes 
at 16°C to obtain double-stranded DNAs. The resultant double-stranded DNAs were reacted for 16 hours at 16°C in a 
reaction buffer (50 mM Tris-HCI, pH 7.6, 10 mM MgCI 2 , 1 mM DTT, 1 mM ATP, 5% PEG 8000, 200 ng/ml EcoR I adapter 
(Pharmacia), and 100 U/ml T4 DNA ligase) to ligate them to the EcoR I adapter. The EcoR I adapter is a double- 
ts stranded one in which the DNAs shown as SEQ ID NOs: 13 and 14 have annealed. The resultant cDNAs thus com- 
pleted were inserted between the Not I and EcoR I sites in XExCell vectors to obtain a cDNA library 

(2) Preparation of a probe 

30 Using as a template the cDNA library derived from the PHA-stimulated Balb/c mouse spleen cell which was pre- 
pared in the above (1), a polymerase chain reaction (PCR) was conducted in a reaction buffer (10 mM Tris-HCI, pH,8.3, 
50 mM KCI, 1 .5 mM MgCI 2 , 0.1% gelatin, 200 uM dNTPs (dATP, dGTP, dCTP, dTTP), 400 nM mG98 exon upper primer, 
400 nM mG98 exon lower primer, and 100 U/ml AmpliTaq DNA polymerase I). The mG98 exon upper primer and the 
mG98 exon lower primer were designed on the basis of the mouse genomic DNA obtained in the above (I). The 

35 sequences of these primers are shown as SEQ ID NOs: 15 and 16. The mG98 exon upper primer and the mG98 exon 
lower primer were synthesized on a DNA synthesizer (Cyclone Plus DNA Synthesizer, Miligen/Biosearch). In the syn- 
thesis, p-linked beta-cyanoethylphosphoamidite reagents from Miligen/Biosearch were used. After the synthesisjwas 
completed, the synthesized oligonucleotide was eluted from the synthesis column with 2 ml of aqueous ammonia (28%, 
Nacalai Tesque), and treated for 5 hours at 60°C to detach the protective groups. The deprotected oligonucleotide was 

40 then added to 10 volumes of butanol, and centrifuged for 10 minutes at 3,000 rpm in a TOMY centrifuge (TOMY Seiko) 
to precipitate and recover the product. The recovered oligonucleotide was dissolved in sterile distilled water, and the 
amount thereof was determined by measuring the absorbance at 260 nm. The PCR was carried out on a DNA Thermal 
Cycler (Perkin-Elmer) using AmpliTaq Kit purchased from Takara Shuzo. The reaction was conducted as follows: a pre- 
treatment for 3 minutes at 94°C; 40 cycles of 45 seconds at 94°C, 45 seconds at 60°C, and 1 minute at 72°C; and a 

45 final treatment for 3 minutes at 72°C. The 321 bp DNA fragment so obtained was used as a probe for obtaining a full- 
length cDNA for mouse TARC. 

(3) Cloning of a full-length cDNA for mouse TARC 

so In order to obtain a full-length cDNA for mouse TARC, the 321 bp DNA fragment obtained in the above (2) was 
labeled with 32 P using Multiprime DNA Labeling System (Amersham Japan), and used as a probe to screen the cDNA 
library derived from PHA-stimulated Balb/c mouse spleen cell prepared in the above (1) by a plaque hybridization 
method. The plaque hybridization was conducted in the following manner according to a method described in a litera- 
ture (J. Sambrook etaL, Molecular Cloning: A Laboratory Manual, second edition, Cold Spring Harbor Laboratory, New 

55 York (1989)). 

The phage solution of the cDNA library derived from PHA-stimulated Balb/c mouse spleen cell and E. coli LE392 
were plated onto a LB-plate (10 gtryptone, 5 g yeast extract, 10gNaCI, 15gagarper1 L distilled water), and incubated 
overnight at 30°C. Plaques of phage generated on the plate were transferred onto a nylon membrane (Hybond-N + , 
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40 



45 



50 



55 



waThSfS ssr ?' 52 J l S ! treatmem SDS) " ^'^-denaturation (0 5 N NaOH, 1 .5 M NaCI). and 
Lnmai fl^' ^32^1 * sub j ected to a hybridization procedure using as a probe the 321 bp DNA 

£ss£ t SpT ] he ^[ Z f° n n W3S 00ndu0tad 0Vemight at 42 ° C in a hybridization solution consisting of 
5>t Tn n t I ?' StS ° f °- 18 M NaC '- 0 01 M SOdium P h °sphate. pH 7.5. 1 mM EDTA), 50% formamide 2% 

foMO 30 r" "! M8/W Sa,m ° n ° NA - ™ e membrane WaS washed SSC 0 % SDS 

k^JT !°,T temperature, and twice with 2x SSC, 0.1% SDS for 30 minutes at 60»C. Then a X-ray Mm 

In^Zrzr; 8 . ^ memb : ane - and deve,oped for * ^ ^ *i ^vzx 

one cDNA c one (clone #1) was obtained. The cDNA inserted in this clone #1 was sequenced by the Sanqer method 
usmg A.LF I. Automated Sequencer and Autoread Sequence kit manufactured by PhaTmada anJ urthefsub *£d to 

0 r m ^s 

Determinati on of the Structure of Mnuse TARC 

y (1 ) Analysis of the base sequence of the mTARC cDNA and the amino acid sequence encoded thereby 

The base sequence of the mouse cDNA clone #1 obtained in the above II. (3) and the amino acid seauence of the 
open reading frame which does not internally contain any trans.ationa. termination codon are ZinRgT 

As shown ,n F.g. 8. ,t was revealed that the gene inserted in clone #1 contains an open reading frame consistina of 

11^™ rl ! ' I*"? S 1 ' a V He N - terminUS ' * h3S 3 high,y h ^°Phobic amino acid sequence cha acTeriSc o^ signa 
peptides. The calculated molecuar weight of the 93 a.a. protein is 1 0.466. The putative deavage site of 5nTJc™?SS 
tide .s between Ala-23 and Ala-24 according to a calculation, and indicated in Fig. 8 by a vertL bar Two Suis 

^ Ta e d S dt?fh! r ff ? tyP6 t CC Chem ° WneS ^ ShOWn 31 9 amin ° aCidS d « am fr ™ Ss deaX sS 9 
nrJ I k PUt3tlVe matUrS Pf0tein consistin 9 o' 70 amino adds generated by cleavage of the signal peotide is 

SSSZ o £ a STS Tl^:T e T: weight of the putative mature sec?eted of 70 s 

caicuiaiea to oe 7,916, and the calculated isoelectric point is 10.2. 
(2) Similarity to human TARC 

of human^A^^ m ° US6 TARC f"** 1 ° f mature S6Creted form proved to be 65% homologous to that 

of human TARC. S.m.larly, the base sequence of the open reading frame of the mouse TARC proved to be 74% homol 
ogous to that of human TARC. It was demonstrated that the four cysteines conserved in all of Se CC 

eTtSss:; sr* TARC - The above resu,ts su99est that the mouse tarc is a 

Example 5 Ex press ion of Recombinant Mouse TARC in Silkworm Coll 

(1) Construction of a recombinant vector pVL-mTARC for expression of the mTARC DNA in silkworm cell 

A 0.5 kb DNA fragment which has EcoR I and Not I sites at its both termini and which contains the mTARC 

SSSoJSSSirfT 8 ' ^ NOt L ThiS ° NA ,ragment was inserted betwee " «he EcoR I and^e Not 

vector SSc^S" In mh^ ** ? Pr6Parati ° n ° f 3 recombina "t ^ulovirus. to obtain a recombinan 

vecror pvL m iarc The gene map of this recombinant vector is shown in Fig. 9. 

(2) Culture of transformant 

ir*o2S55^^ ^ a K in6ar ° NA * ACNPV h3Ving 3 ,ethal de,etion were then concurrently 

introduced into Sf9 insert cells to obtain a recomb.nant baculovirus. The resultant recombinant baculovirus was refined 
by hmiting d-lution, and .nfected to Sf9 insect cells at M.O.I-0. 1 to obtain a seed virus. The hJ^^ZXS 

n I EX CPU ?nn 8 ( { ' 2 * ™ ^ P ™ 150 ,lask) at M.ai-10*0. The infected cells weTe Zba S 
in a EX-CELL 400 serum-free medium (JRH Biosciences) (30 ml per 1 50 cm 2 flask) for 2 days at 27°C. 

(3) Isolation and purification of the produd 

^"^f^!? ^P^" 3 * 3 "* was covered, and filtered through a 0.22 urn filter membrane. To the resultina filtrate 
was added 1/10 volume of 500 mM MES (pH 6.5). and the mixture applied to a 1 ml Resouce-S column 
equilibrated with Buffer A (50 mM MES ( P H 6.5)/100 mM NaCI). This^co.umn I XS^W^ZZEl 
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bound was washed with Buffer A, and eluted with a gradient of NaCI using Buffer A and Buffer B (50 mM MES (pH 
6.5)/1 .0 M NaCI). Fractions containing the mouse TARC protein were identified using SDS-PAGE and silver staining. 
The result of the SDS-PAGE is shown in Fig. 10. In Fig. 10B, "F" indicates the result for a FPLC fraction (a purification 
step just before the final step), and "H" indicates that for a HPLC fraction. 

5 To the fraction containing the mouse TARC protein was added TFA at a final concentration of 0.1%. The mixture 

was then applied to a Cosmosil 5C4-300 column (Nacalai Tesque) equilibrated with Buffer A (0.1% TFA), and eluted 
with an acetonitrile concentration gradient using Buffer A and Buffer B (0.1% TFA, 60% acetonitrile). The elution pattern 
of the mouse TARC protein is shown in Fig. 10A. Fractions containing the mouse TARC protein were combined and 
dried in vacuo to remove acetonitrile. The residue was then dialyzed against endotoxin-free PBS to obtain a purified 

w final product. The concentration of protein was determined using BCA Kit (Pierce) and BSA as a control. From 300 ml 
of the cultured supernatant, 168 ng of the purified mouse TARC protein was obtained. The amount of contaminating 
endotoxin was below 2 pg/^g as assayed using a Limulus amoebocyte lysate assay (QCL-1000, Bio Whi taker). The N- 
terminal amino acid sequence of the purified mTARC protein was determined using an amino acid sequencer (Shi- 
mazu), and proved to be ARATNVGRE**LDYF. As shown in Fig. 10C, the amino acid sequence agreed with the N-ter- 

is minal amino acid sequence of the protein of mature secreted form consisting of 70 amino acids, which may have been 
generated by cleavage of the signal peptide predicted from the base sequence. 

Example 6 Leukocyte Infiltration Induced bv Mouse TARC 

20 The infiltration of leukocytes by mouse TARC obtained in Example 5 was studied in mouse which received the 
TARC intradermal I y. 

The purified mouse TARC protein was intradermally administrated into the dorsa of Balb/c mice, and the presence 
of leukocyte infiltration was examined to confirm the chemokine-like activity of the mTARC. In particular, 50 ng of the 
purified mouse TARC was dissolved in endotoxin-free PBS to 50 ^l, and intradermally administrated into the dorsa of 

25 Balb/c mice. As a negative control, 50 nl of endotoxin-free PBS was used. Alter 4 and 24 hours of the administration, 
the mouse was sacrificed by dislocation of the jugular vertebra, and the skin at the administration site was excised and 
fixed with 10% formaldehyde. The fixed skin was then embedded in paraffin, sectioned in 5 |im thickness with a micro- 
tome, and stained with hematoxylin-eosin. The results are shown in Fig. 1 1 for the mTARC, and in Fig. 12 for the control. 
In Figs. 1 1 and 1 2, panel A and panel B are microphotographs after 24 hours of the administration at magnifying powers 

30 of 100 and 400, respectively. As shown in Fig. 1 1 A and B, infiltration of lymphocytes and monocytes was observed after 
24 hours of the TARC administration in the subcutis to which the mouse TARC has been administrated. In contrast, as 
shown in Fig. 12A and B, PBS alone did not cause such a change. 

Example 7 Detection of Cells Expressing TARC Receptor 

35 

Cells expressing TARC receptor were detected using human TARC labeled with iodine. The human TARC protein 
expressed and purified from insect cells as described in Example 2 was labeled with 125 l using 125 l-labeled Bolton- 
Hunter reagent (Amersham Japan). The 125 l-labeled hTARC was purified by gel-filtration using BioGel P6 (BioRad), 
and the specific activity was determined to be 81 .6 nCi/jag. The labeled hTARC was used in the binding tests on cells 
40 of various types. 

Cells (1 x 10 6 - 8 x 10 6 ) to be tested were washed with a binding buffer (PRMI-1640, 20 mM HEPES (pH 7.4), 1% 
BSA, 0.02% NaN 3 ), and suspended in 100 |il of the binding buffer. To the cell suspension was added 100 [i\ of the bind- 
ing buffer to which the 125 l-labeled hTARC has been added at a final concentration of 0.66 nM, and the binding reaction 
was allowed to proceed for 1 hour at room temperature. After the completion of the reaction, the mixture was then over- 

45 laid onto 300 \i\ of a dibutyl phthalate : olive oil (4:1) mixture, and centrifuged to separate the 125 l-labeled TARC bound 
to the cells from the unbound 125 l-labeled TARC. The radioactivity of the 125 l-labeled TARC bound to the cells was then 
determined using a gamma-counter. The specific binding of hTARC to the cells was calculated by subtracting the value 
for the 125 l-labeled TARC nonspecifically bound in the presence of 200 nM unlabeled hTARC from the value for the 125 l- 
labeled TARC bound in the absence of unlabeled TARC. The specific bindings of the 125 l-labeled TARC per 10 6 cells of 

so various types are shown in Fig. 13. 

As apparent from Fig. 13, a considerable specific binding can be observed in certain T-cell lines (Jurkat, Molt3, 
CEM, Hut78, MT2, MT4, Hut102), peripheral blood lymphocytes, and activated peripheral blood T-cells. However, spe- 
cific binding is hardly observed in the rest of T-cell lines (Molt4, HPB-ALL, TCL-Kan, TLOml), monocyte lines (U937, 
THP1), an erythroblast cell line (K562), and peripheral blood monocytes. Almost no specific binding is observed in a B- 

55 cell line (Raji), a cell line derived from fetal kidney (293 E), and peripheral blood granulocytes. 

The above results indicate that receptors for TARC are highly expressed on certain kinds of T-cells. 
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Example 8 Binding Property Rpt w een TARC and the Receptor 

TARC receptor was analyzed in more detail using a T-cell line Jurkat. 
s (1 ) Binding constant and the number of receptor 

To determine the binding constant and the number of receptor, conditions under which the binding reaches equilib- 
rium EThS 2 iSr *" SP6 f K bindin9 ° f '- Iabeled human TARC t0 Jurkat ce,,s P™* to ™* Sui b- 
, 0 w h « i an9e thS iC binding 0f TARC to 4 x 1 ° 6 Jurkat ce,ls was ^sted using ' ^-labeled 
.It Sh ta'S co^entrafton. The amount of the specific binding was calculated by subtracting the value for the 125 l- 
labeled TARC nonspecf ically bound in the presence of 1 »M unlabeled TARC from the value for the 125 l-labeled TARC 
bound ,n the absence of unlabeled TARC. The result is shown in Fig. 14A. The specific binding of the 125 l-labeled TARC 
to Jurkat cells gave a saturation curve. Fig. 14B shows the result of the Scatchard analysis of the measurement Only 

,5 t^^u^- bind ! n9 Sit6S for ^ Mabeled TARC WaS found on Jurkat cel,s and *• birring constant and 
is the number of the binding sites per cell were calculated to be 2.1 nM and 603 respectively. 

t on "? e ? t !f n ,!! iS***' 0 bindi " 9 ° f TARC t0 4 x 10 6 Jurkat cells was then evaluated by changing the concentra- 
calclt^ f * « at t K ,,Xed CO " C6ntra f^ (2 nM) ° f thS 125, " ,abe,ed TARC - The amount ° f *• iSfc binding wTs 
TARC 11 t ? "Ism K f the Mabeled TARC ^specifically bound in the presence* 1 ^ unlabeled 
20 Inl UrZTJi B Mabeled TARC bound in *» P^ence of various concentrations of unlabeled TARC, 

^ !♦ • P e ^ enta 9 e considering the amount of the s P ecific bindina ^ the absence of unlabeled TARC as 

«5 £J£ 5?r T h 9 ' ,1 ^ ° n *• SMtehwd ana,ySiS ' 3 SinQle Wnd of bindina sit ^ for the 

" was *°" nd on Jurkat cell, and the binding constant and the number of the binding site were calcu- 

lated to be 2. 1 nM and 948, respectively. 

25 (2) Inhibition of Binding by other type CC chemokines 

The competition between TARC and other type CC chemokines in the biding to Jurkat cells was evaluated as fol- 
766 nM^ US !l 4 h V^ Urka i Ce,,S WaS C ° ndUCted f ° r 1 h0ur at room temperature at a fixed concentration 

so RANTES MCP i m m mi , d *■? abSenCe " Un ' abe,ed che ™kines or in the presence of 200 nM IL-8, 
lahpIeH tarp MIP-1a all from PeproTech), or TARC. The result is shown in Fig. 15B. The binding of the 12 ^ 
labeled TARC was competitively inhibited only by unlabeled TARC, but not by other chemokines, indicating that the 
receptor for TARC on Jurkat cell is distinct from and independent of those for other chemokines 
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(3) Binding activity to receptors on erythrocyte 



Jll i" 0 ?" J* rythroc yt e expresses a Duffy antigen/receptor for chemokine (DARC) to which various 

chemokmes can be bound. The change in amount of the specific binding to 10* erythrocytes was studied at a f ixeoTn 
centrat.on (0.66 nM) of the ^l-labeled TARC in the presence of various concentrations of unlabeled TARC or otSr 
chemohnj. IL-8 RANTES. MCP-1, M.P-1«). The amount of the specific binding was calculated 
^VZ^r^^J^ n™**"™' bound in *e P^ence of 1 ,M unlabe.ed TARC from the values for !he 
r J2S f t tu 6 pr6SenCe ° f VariOUS ^"centrations of unlabeled chemokines. and expressed in per- 
centage considenng the amount of the specific binding in the absence of unlabeled TARC as 100% The results are 

MCP i' 9 h X ^, 1 nd Z°I *t Mabe,ed TARC W3S com Pe«tive.y inhibited by unlabeled TARGES RANTES 
and MCP-1 , but hardly by MIP-1«. The Scatchard analysis of the results are shown in Fig. 1 7. A single kind of specific 
TARf* 9 h 68 W th * 2 " abeled TARC was found °" erythrocyte, and the binding constant was calculated to be17 nM 
TARC shares a s.milar binding constant and the competitive inhibition pattern with other chemokines. For example the 
binding constant and the competitive inhibition pattern is similar to those observed when IL-8 binds to DARC Accord- 
ingly, TARC proved to bind DARC on erythrocytes. 

so Example 9 Immunological Assay for TARQ 

I Prep aration Of Immobilized antj-TARC Antihnriy 

(1 ) Preparation of a fused protein between glutathione-S-transferase and TARC 

TARC.^ Pr ° ,ein ° f 9,utathione - S - trans,er ase (GST) and TARC was prepared using an expression vector pGEX- 
A 0.2 kb DNA fragment which having BamH I and Not I sites at the termini, and containing the mature TARC 
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sequence from the initiation codon to the translational termination codon was obtained by PCR using as a template 
clone D3A described in Example 1. The two oligonucleotide primers used in the PCR are shown as SEQ ID NOs: 17 
and 18. The PCR was conducted on a DNA Thermal Cycler (Perkin-Elmer) using AmpliTaq Kit purchased from Takara 
Shuzo. The reaction was performed in a reaction buffer (10 mM Tris-HCI, pH 8.3, 50 mM KCI, 1 .5 mM MgCI 2 , 0.1% gel- 

5 atin, 200 jiM dNTPs (dATP, dGTP, dCTR dTTP), 400 jiM primers, and 100 U/ml AmpliTaq DNA polymerase I) using the 
DNA of clone D3A as a template. The reaction was carried out as follows: a pretreatment for 3 minutes at 94°C; 15 
cycles of 45 seconds at 94°C, 45 seconds at 57°C, and one minute at 72°C; and a final treatment for 3 minutes at 72°C. 
The reaction product was then simultaneously digested with BamH I and Not I, and inserted between the BamH I site 
and the Not I site in pGEX 4T-3 (Pharmacia) to obtain the expression vector pGEX-TARC. 

10 E. coli strain JM109 was transformed with the expression vector pGEX-TARC so as to obtain a fused protein in 
which GST is linked to the amino terminus of TARC of mature secreted form. E. coli strain JM109 was cultured for 4 
hours at 37°C in a 2x YT medium containing 0.2% glucose and 0.1 mM IPTG, suspended in a STE buffer (10 mM Tris- 
HCI, pH 8.0, 1 mM EDTA, 100 mM NaCI, 1 mM PMSF, 100 ug/ml lysozyme), and left for 15 minutes on ice. To the sus- 
pension were added DTT and sarkosyl at final concentrations of 5 mM and 1 .4%, respectively. The mixture was treated 

is for 300 seconds using a TOMY sonicator UD-201 (TOMY Seiko) at the maximum output while cooling on ice. The mix- 
ture was then centrifuged for 5 minutes at 10,000 rpm, 4°C. To the supernatant was added Triton X-100 at a final con- 
centration of 2.5%, and glutathione Sepharose 4B resin, and the binding reaction was allowed to proceed overnight at 
4°C. The resin to which the GST-TARC fused protein has been bound was washed five times with PBS, mixed with an 
equal volume of PBS containing 1% SDS, and treated for 5 minutes at 100°C to release the GST-TARC fused protein. 

20 To the solution of GST-TARC fused protein so obtained was added 9 volumes of PBS, and the resultant solution was 
used as an antigen. 

(2) Preparation of an anti-TARC antibody 

25 A mixture of equal volume of 1 00 ^ig of GST-TARC fusion protein and Freund's complete adjuvant was administered 
hypodermally to a guinea pig to prepare anti-TARC antibody. Boosters were hypodermically administrated every two 
weeks using 100 ^g of GST-TARC fused protein mixed with an equal volume of Freund's incomplete adjuvant. After 
three times of immunization in total, the serum was harvested. 

30 (3) Purification and labeling of an anti-TARC antibody 

Preparation of a biotinylated anti-TARC antibody was carried out as follows. Affi-Gel 15 resin (BioRad) was mixed 
with 3 volumes of a solution of purified GST-TARC fused protein or GST protein and allowed to stand overnight at 4°C. 
The protein solution was removed, and blocking solution (10 mM ethanolamine, pH 8.0) was added to the resin. The 

35 resin was allowed to stand for one hour at 4°C, washed with 20 volumes of PBS, and combined with a binding buffer 
(20 mM TRis-HCI, pH 7.2, 0.5 M NaCI). To the resultant serum was added an equal volume of saturated ammonium 
sulfate. The serum was allowed to stand overnight at 4°C, and centrifuged for 20 minutes at 12,000 rpm, 4°C^The 
resultant precipitates were dissolved in PBS, and an equal volume of saturated ammonium sulfate was added again. 
After leaving for 2 hours at 4°C, the mixture was centrifuged for 20 minutes at 12,000 rpm, 4°C. The resultant precipi- 

40 tates were dissolved in PBS, dialyzed against the binding buffer, and applied to the GST protein-bound resin and left for 
2 hours at room temperature to remove antibodies against GST The flow-through fraction so obtained was applied to 
the GST-TARC fused protein-bound resin, and left overnight at 4°C. After washing the resin with 20 volumes of the bind- 
ing buffer, the antibodies against TARC were eluted with 0.1 M glycine. To the antibody solution was added 1 M Tris- 
HCI, pH 9.5, and the mixture was dialyzed against 0.1 M NaHC0 3 . The dialyzed material was mixed with NHS-LC- 

45 Biotin (Pierce) and left for 2.5 hours at 4°C. The biotinylated antibody was dialyzed against 50 mM Tris-HCI, pH 7.5, and 
then against PBS. 

The anti-TARC antibody to be immobilized was purified as follows. To the anti-sera was added Tris-HCI, pH 8.0 to 
100 mM, and applied to a Hitrap-protein A column. The column was washed with 10 column volumes of 100 mM Tris- 
HCI, pH 8.0, and then with 10 column volumes of 10 mM Tris-HC, pH 8.0. The bound antibody was eluted with 0.1 M 
so glycine, and after adding 1 M Tris-HCI, pH 9.5, dialyzed against PBS. 

II. Immunological Assay for TARC Protein 

TARC protein was assayed in the following manner using a so-called sandwich method in which the amount of the 
55 TARC bound to an immobilized antibody is quantified with a biotinylated antibody The antibody to" be immobilized was 
first dissolved in a 50 mM Tris-HCI pH 8.0 buffer to 10 ^g/ml and placed in wells on a 96-well plate (Maxisorb, Nunc) in 
an amount of 50 \i\ per well, and left overnight at 4°C. After removing the antibody solution, 100 jil PBS containing 1 
mg/ml BSA was added. The plate was left for 1 hour at room temperature and washed once with PBS containing 0.02% 
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Tween-20. Triton X-100 was added to 0.5% to a sample containing a recombinant TARC of known concentration, which 
was expressed and purified from insect cells, or a sample containing an unknown amount of the antigen. The mixture 
was then added in an amount of 50 nl per well, and left for 1 hour at room temperature. After washing three times with 
a Tx-PBS solution (0.5% Triton X-100), the biotinylated anti-TARC antibody diluted 1000 times with the Tx-PBS solution 
was added in an amount of 50 jil per well, and left for 30 minutes at room temperature. After washing three times with 
the Tx-PBS solution, a peroxidase-labeled streptavidin (Vector) diluted 4000 times with the Tx-PBS solution was added 
in an amount of 50 nl per well, and left for 30 minutes at room temperature. After washing three times with the Tx-PBS 
solution, and once with PBS, 100 ul of a substrate solution (100 mM NaOAc, pH 5.5, 1 mM EDTA, 6.72 mg/ml TMBZ, 
0.03% H 2 0 2 ) was added for the color developing reaction. The reaction was stopped by adding 50 |il of 1 N H 2 S0 4 , and 
the absorbance at 450 nm was measured. A standard curve was then prepared using the recombinant human TARC of 
known concentration. The amount of the TARC protein in a sample can be determined using the standard curve. The 
detection sensitivity was 50 pg/ml. 

Example 10 Substances having TARC-inducinq Activity 

(1) Identification of stimuli inducing TARC protein 

Normal human peripheral blood mononuclear cells (2.5 x 10 5 cells per well) were placed in a 96-well plate 
(Coaster) and incubated in 250 pi of RPMI-1640/10% FCS in the absence of a stimulus, or in the presence of a stimu- 
lus, i.e., 100-fold diluted (final) PHA (GIBCO-BRL), 10 Mg/ml (final) of an anti-CD3 antibody (OKT3), or 100 ng/ml (final) 
LPS (L4391, Sigma). After 6, 12, 24, 36, 48, and 72 hours, the cultured medium was harvested, filtrated through a 0.45 
*im filter, and the resultant filtrate was used to assay the TARC protein. The results are shown in Fig. 21. As shown in 
Fig. 21, the TARC protein was expressed under the simulation of PHA, and anti-CD3 antibody in time-dependent man- 
ner, and the amount increased linearly until 72 hours. The expression became detectable from 12 hours after the stim- 
ulation with PHA, and 24 hours after the stimulation with anti-CD3 antibody. The expression at 72 hours from the 
stimulation was 1 6 ng/ml and 2.5 ng/ml when stimulated by PHA and anti-CD3 antibody, respectively. In the case of LPS 
or no stimuli, the expression was hardly detectable. 

(2) Identification of cytokines capable of inducing the TARC protein 

The fact that PHA induces TARC expression more strongly than anti-CD3 antibody suggests that some cytokine 
may be involved in this induction. 

Normal human peripheral blood mononuclear cells (2.5 x 10 5 cells per well) were placed in a 96-well plate 
(Coaster) and incubated in 250 M l of RPMI-1640/10% FCS without cytokines or in the presence of a cytokine selected 
from 10 ng/ml IL-1a (R & D), 100 U/ml IL-2 (Sionogi Pharmaceutical Co.), 50 ng/ml IL-3 (Genzyme), 50 ng/ml IL-4 
(PeproTech), 50 ng/ml IL-7 (PeproTech), 50 ng/ml IL-10 (Genzyme), 10 ng/ml GM-CSF (Genzyme), 50 ng/ml TNF-a 
(PeproTech), 1000 U/ml IFN-y (Sionogi Pharmaceutical Co.), or 10 ng/ml M-CSF (R & D). After 48 hours, the cultured 
medium was harvested, and filtered through a 0.45 ^m filter. The resulting filtrate was then used to assay the TARC pro- 
tein. The results are shown in Fig. 22. As shown in Fig. 22, the TARC protein was induced by GM-CSF, IL-3 and IL-4, 
giving the expression amount of about 12, 6 and 2 ng/ml, respectively. 

Similarly, the concentration dependency was studied for GM-CSF, IL-3, and IL-4. The results are shown in Fig 23 
As shown in Fig. 23. ED50 for GM-CSF was 0.7 ng/ml, and the expression reached to the maximum at 3.3 ng/ml and 
decreased at a higher concentration. IL-3 and IL-4 gave saturation curves, and their ED 50 were 0.5 and 0 8 ng/ml 
respectively. 

The above results indicate that the expression of TARC is highly distinctive in contrast with those of many chemok- 
ines induced by TNF-a or IFN-y. 

Example 1 1 Identification of Cells Expressing the TARC Protein 

(1) To identify cells expressing TARC, normal human peripheral blood mononuclear cells were separated into 
CD14-positive monocytes and CD14-negative lymphocytes, and stimulated with PHA, PHA/PMA, GM-CSF, IL-3, or 
IL-4. Normal human peripheral blood mononuclear cells were suspended in an ice-cooled separation buffer (5 mM 
EDTA, 1% FCS, PBS) at 2 x 10 7 cells/ml. To the suspension was added 1/50 volume of a FITC-labeled anti-CD14 
antibody (Becton-Dickinson). The cells were allowed to stand for 30 minutes on ice, washed with the separation 
buffer, and suspended in the separation buffer at 10 7 cells/80 ^l. To the cells were added magnetic beads-labeled 
anti-mouse IgG antibody (Miltenyi-Biotec) in an amount of 20 ^il per 10 7 cell, and left for 15 minutes at 4°C. The 
cells were washed with the separation buffer, suspended in 500 n\ of the separation buffer, and separated into 
CD14-positive monocytes and CD14-negative lymphocytes using MACS (Miltenyi-Biotec). Normal human periph- 
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eral blood mononuclear cells (2.5 x 10 5 cells per well), CD14-negative lymphocytes (2.5 x 10 5 cells per well), or 
CD14-positive monocytes (1 .8 x 10 5 cells per well) were placed in 96-well plate (Coaster) and incubated in 250 |il 
RPMI-1 640/10% FCS, in the absence or presence of a stimulus selected from 100-fold diluted PHA (GIBCO-BRL), 
100-fold diluted PHA (GIBCO-BRL) with 50 ng/ml PMA. 50 ng/ml IL-4 (PeproTech), 50 ng/ml IL-3 (Genzyme) or 10 
5 ng/ml GM-CSF (Genzyme). After 48 hours, the cultured medium was harvested, filtered though a 0.45 urn filter, and 

the resulting filtrate was used to assay the TARC protein. The results are shown in Fig. 24. As shown in the graph 
of Fig. 24, TARC was secreted only from the monocytes when stimulated with GM-CSF, IL-3, or IL-4. On the con- 
trary, TARC was secreted only from the lymphocytes when stimulated with PHA, or PHA/PMA and the expression 
under the PHA-stimulation was remarkably inhibited by PMA. 
10 (2) Analysis of expression of TARC mRNA by Northern blotting 

Human peripheral bipod mononuclear cells were unstimulated, or stimulated with 100-fold diluted PHA 
(GIBCO-BRL), 100 ng/ml LPS (L4391, Sigma), 10 ng/ml IL-4 (PeproTech), 10 ng/ml IL-3 (Genzyme), or 4 ng/ml 
GM-CSF (Genzyme). After 24 hours, RNAs were extracted from the mononuclear cells using TRIZOL RNA Purifi- 
cation Reagent (GIBCO-BRL). Five ng each of the isolated RNAs was electrophoresed on a 1 .2% agarose gel con- 
15 taining 0.66 M formaldehyde, and transferred onto a nylon membrane (Hybond-N + , Amersham Japan). These 
membranes were subjected to a hybridization procedure using as a probe the Sma l-Pst I fragment of the cDNA 
clone D3A labeled with 32 P by means of Multiprime DNA Labeling System (Amersham Japan). The hybridization 
was conducted for 1 .5 hours at 68°C in a QuickHyb solution (Stratagene) containing 100 ug/ml salmon sperm DNA. 
After washing the membranes with a buffer consisting of 2x SSC and 0.1% SDS for 10 minutes at room tempera- 
te ture and twice with a buffer consisting of 0.2x SSC and 0.1% SDS for 30 minutes at 55°C, X-ray films (Kodak) were 
exposed thereto, and developed for analysis. It was revealed from the results shown in Fig. 25 that mRNA for TARC 
was hardly expressed in the unstimulated or LPS-stimulated human peripheral blood mononuclear cells, whereas 
expression of the mRNA was induced by the GM-CSF or IL-3 stimulation by a factor of about 400, and by the IL-4 
stimulation by a factor of about 40. 

25 

The above results indicate that the expression of TARC from peripheral blood mononuclear cells stimulated with 
GM-CSF, IL-3, or IL-4 is not due to the release of proteins accumulated in secretory granules or the like, but is mainly 
due to the increase in the amount of mRNA. 

30 Example 12 Migration Activity of Human PBMC-derived TARC on a T-cell Line 

Migration activity of the TARC secreted from normal human peripheral blood monocytes stimulated by cytokine was 
studied on a T-cell line in the following manner. 

The cell migration activity was measured using a 48-well chemotaxis chamber (Neuro Probe). Human peripheral 
blood monocytes were unstimulated or stimulated with 50 ng/ml IL-4 (PeproTech), 50 ng/ml IL-3 (Genzyme), or 10 ng/ml 
GM-CSF (Genzyme). After 36 hours, the cultured medium was harvested, filtered through a 0.45 pm filter, and .the fil- 
trate was used for measurement of its cell migration activity. The culture filtrate was put into the lower well, while a T- 
cell line HUT78 (4 x 10 5 cells) suspended in a buffer [RPMI-1640, 20 mM HEPES (pH 7.4), 1% BSA] were added in the 
upper well. 

The upper and lower wells were separated using a polyvinylpyrrolidone-free polycarbonate membrane (5 urn pore 
size, Neuro Probe) coated with a Type IV collagen solution (5 jig/ml aqueous solution) for 1 hour at room temperature. 
After incubation for 2 hours at 37°C, the membrane was removed and the upper side was washed with PBS, fixed, and 
stained. 

The number of migrated cells were microscopically counted in 5 fields (HPF) selected at random per well at a mag- 
nifying power of 800. The results are shown in Fig. 26. As shown in the graphs in Fig. 26. the cultured medium stimu- 
lated by IL-3 or GM-CSF induced strong migration of HUT78 cells, while cultured medium unstimulated or stimulated 
with IL-4 did not. 

In addition, the migration activity of GM-CSF-treated cultured supernatant on Hut78 cells almost disappeared when 
treated with 10 ^g/ml of guinea pig arrti-TARC antibody (TARC Ab). 

These results indicate that TARC having a migration activity is secreted from monocytes by stimulation with 
cytokines. 

Example 13 Inhibition of Expression of TARC by Cytokines 

55 In the light of the fact that TARC is induced by IL-4, a type Th2 cytokine involved in the induction of humoral immu- 
nity, the effects of IFN-y (a type Th1 cytokine which suppresses the induction of Th2) and IL-10 (a cytokine which sup- 
presses the immune response generally) on the induction of TARC expression were studied. Normal human peripheral 
blood mononuclear cells (2.5 x 10 5 cells/well) were placed in a 96-well plate (Coaster). To the well was added a cytokine 
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(10 ng/ml IL-4 (PeproTech), 10 ng/ml IL-3 (Genzyme) or 5 ng/ml GM-CSF (Genzyme)), and the mixture incubated in 
250 |il RPMI-1640/10% FCS in the presence of 50 ng/ml IL-10 (Genzyme) or 1000 U/ml IFN-y (Sionogi Pharmaceutical 
Co.) for 48 hours. The cultured medium was then recovered, filtered through a 0-45 jxm filter, and the resulting filtrate 
was used to assay the TARC protein. The results are shown in Fig. 27. As shown in the graph in Fig. 27, the induction 
5 of the TARC expression under the stimulation with GM-CSF, IL-3 or IL-4 was suppressed by IFN-y and IL-10. It is thus 
believed that the secretion of TARC is induced by stimulating the induction of humoral immunity, and suppressed under 
the condition in which the cellular immunity is induced. 

Example 14 Binding Activity of TARC to 293/EBNA-1 Cell Expressing CCR4 

10 

The binding activity of TARC to CCR4 receptor expressed on the 293/EBNA-1 cell surface was evaluated using a 
fused protein of TARC and secreted alkaline phosphatase (SEAP)-(Histidine) 6 . 

(1) Preparation of the fused protein (TARC-SEAP) 

15 

A vector pDREF-SEAP(His) 6 for expressing TARC as a fused protein with SEAP is shown in Fig. 28.. The said vec- 
tor was constructed as follows. A region encoding a sequence wherein six histidine residues are linked, i.e., (His) 6 
region, was amplified by PCR using plasmid pSEAP-Enhancer manufactured by Clontech as a template, and 5'-Xba I- 
AP primer (SEQ ID NO: 19) and 3'-AP(HIS) 6 -Not I primer (SEQ ID NO: 20). The resultant PCR product was digested 

20 with restriction enzymes Xba I and Not I, and inserted between the Xba I and Not I sites in pDREF-Hyg (Yoshida etai, 
FEBS Letters 360: 155-159, 1995) to obtain pDREF-SEAP(HIS) 6 . 

The ORF of the TARC cDNA was then inserted between the Sal I and Xba I sites in the pDREF-SEAP(His) 6 to 
obtain a vector pDREF-TARC-SEAP(HIS) 6 which encodes a protein in which TARC is fused to SEAP-(HIS) 6 via a linker 
consisting of 5 amino acids (Ser-Arg-Ser-Ser-Gly) as shown in Fig. 28. Preparation of this vector is described below. 

25 The base sequence encoding TARC was amplified by PCR using the TARC cDNA as a template, and TY98F primer 
(SEQ ID NO: 3) and TY98R primer (SEQ ID NO: 4). The resultant PCR product was digested with restriction enzymes 
Sal I and Xba I, and then inserted between the Sal I and Xba I sites in pDREF-SEAP(HIS) 6 to obtain pDREF-TARC- 
SEAP(HIS) 6 . 293/EBNA-1 cells (Invitrogen) were transformed with the vector using lipofectamin (Gibco-BRL), and incu- 
bated for 3-4 days. The cultured supernatant was recovered, filtered through a filter having 0.45 urn pore size. 20 mM 

30 HEPES (pH 7.4) and 0.02% sodium azide were then added to the filtrate, and stored at 4°C. 

(2) Assay for the fused protein (TARC-SEAP) 

Analysis of the produced fused protein (TARC-SEAP) was performed by a sandwich type enzyme-linked immuno- 
35 sorbent assay (ELISA). 

Thus, a 96-weil micro test plate (Maxsorb, Nunc) was coated with a monoclonal anti-placental alkaline phos- 
phatase (anti-PLAP, Medix Biotech) (2 mg/ml, 50 mM Tris-HCI, pH 9.5), and blocked with bovine serum albumin (BSA, 
1 mg/ml in phosphate buffered saline). Samples diluted with a dilution buffer (PBS containing 0.02% Tween-20) were 
added to the microplate, and reacted for I hour at room temperature. After washing with the dilution buffer, a 500-fold 
40 diluted biotinylated rabbit anti-PLAP antibody was added, and reacted for 1 hours. After washing, a peroxidase-conju- 
gated streptavidin (Vector) was added, and reacted for 30 minutes. After washing, the activity of the bound peroxidase 
was detected with 3.3'-5,5'-tetramethylbenzidine. The reaction was stopped with 1 N H 2 S0 4 , and the absorbance at 450 
nm was measured. 

The activity of alkaline phosphatase (AP) was measured by a chemiluminescence method using Great EscApe 
45 Detection Kit (Clontech), and expressed in relative light unit (RLU)/s. Preparation of the AP standard curve was 
achieved using a purified PLAP (Cosmo Bio). The SEAP and TARC-SEAP used provided 8.7 x 10 7 RLU/sand 1.2 x 10 8 
RLU/s, respectively, perpmol. 

(3) Preparation of 293/EBNA-1 cells expressing CCR4 

50 

A region encoding CCR4 was amplified by PCR using a human placental genomic DNA (Clontech) as a template, 
and CKR4-XbaF primer (SEQ ID NO: 23) and CKR4-XbaR primer (SEQ ID NO:24). The resultant PCR product was 
digested with a restriction enzyme Xba I, and introduced into the Xba I site of pBluescript SK + (Stratagene). The CCR4- 
encoding region was recovered from the resultant plasmid through the digestion with Sal I and Not I, and inserted 
55 between the Sal I and Not I sites in pDREF-Hyg (Yoshida ef a/., FEBS Letters 360: 155-159, 1995) to obtain pDREF- 
CCR4. 293/EBNA-1 cells (Invitrogen) were transformed with the vector using lipofectamin (Gibco-BRL), and incubated 
for one week in the presence of hygromycin (200 jig/ml). 293/EBNA-1 cells exhibiting the drug-resistance were selected 
to obtain cells to which CCR4 has been introduced. 
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(4) Specific binding of the TARC-SEAP fused protein to 293/EBNA-1 cells expressing CCR4 

The change in the specific binding of TARC-SEAP to 293/EBNA-1 cells expressing CCR4 was studied at a fixed 
concentration of TARC-SEAP (1 nM) while changing the concentration of unlabeled TARC. The binding experiment was 

5 conducted in 200 RPMI-1640 containing 20 mM HEPES (pH 7.4), 1% BSA, and 0.02% sodium azide. For the com- 
petitive binding experiment, 1 nM TARC-SEAP and various concentrations of unlabeled TARC were added to 4 x 10 5 
cells and allowed to react for 1 hour at room temperature. Cells were washed and dissolved in 50 ^l 10 mM Tris-HCI 
(pH 8.0) containing 1% Triton X-100, and treated at 65°C for 10 minutes to inactivate the phosphatase originated from 
the cells. After centrifugation, the AP activity in 25 |il of the supernatant was measured. The nonspecific binding was 

10 measured using 1 nM SEAR The amount of the specific binding was calculated by subtracting the value for the SEAP 
nonspecrfically bound from the value for the TARC-SEAP bound in the presence of various concentrations of unlabeled 
TARC, and expressed in percentage considering the amount of the specific binding in the absence of unlabeled TARC ' * 

as 100%. The results are shown in Fig. 29. The 50% inhibitory concentration, which represents the binding strength, of 
TARC proved to be about 3 nM, showing that TARC binds to CCR4 strongly. 

75 

(5) The effects of other chemokines on the specific binding of the TARC-SEAP fused protein to 293/EBNA-1 cells 
expressing CCR4 

The competitive effect of other chemokines on the binding of TARC to 293/EBNA-1 cells expressing CCR4 was 
20 evaluated as follows. 

Binding reaction between 1 nM TARC-SEAP and 4 x 10 5 293/EBNA-1 cells expressing CCR4 was conducted for 1 
hour at room temperature, in the absence of unlabeled chemokines or in the presence of 200 nM MCP-1, RANTES, 
MIP-1ct, MIP-1p (all manufactured by PeproTech), LARC, or TARC. The results are shown in Fig. 30. The binding of 
TARC-SEAP was competitively inhibited only by unlabeled TARC, and not by any other chemokines. These results indi- 
25 cate that CCR4 is a receptor which does not strongly bind the chemokines other than TARC. 

Example 15 Migration Activity of hTARC on 293/EBNA-1 Cells Expressing CCR4 

I 

The cell migration activity of human TARC on 293/EBNA-1 cells expressing CCR4 was measured using a 48-well | 
30 chemotaxis chamber (Neuro Probe). Human TARC which was expressed in and purified from insect cells according to ^ 
the procedures described in Example 2 was diluted with a buffer [RPMI-1640, 20 mM Hepes (pH 7.4), 1% BSA], and 
put into the lower well. 1 x 10 5 293/EBNA-1 cells expressing CCR4 were put into the upper well. The upper and lower 
wells were separated with a polyvinylpyrrolidone-free polycarbonate membrane (8 pore size, Neuro Probe) which 
was coated with Type IV collagen solution (20 ng/ml aqueous solution ) for 4 hours at 37°C. After incubating for 4 hours s 
35 at 37°C, the membrane was removed, the upper side was washed with PBS, fixed, and stained. ** 
The number of migrated cells were microscopically counted in 5 fields (HPF) selected at random per well at a mag- ^ 
nifying power of 400. The results are shown in Fig. 31 . As shown in the graph in Fig. 31 , the 293/EBNA-1 cejls express- ^ 
ing CCR4 migrated towards TARC in concentration -dependent manner. In the Figure, the filled box on the axis of „ / 

ordinates indicates the result for a control which does not contain TARC. RANTES and MIP-1a, which are chemokines 
40 of different type from TARC, did not exhibit any significant migration activity on 293/EBNA-1 cells expressing CCR4. 
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SEQUENCE LISTINGS 

SEQ ID NO: 1 
SEQUENCE LENGTH: 582 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: double 
TOPOLOGY: linear 

MOLECULAR TYPE: cDNA to mRNA 
'5 ORIGINAL SOURCE 

ORGANISM: human 
FEATURE 

NAME/KEY: CDS 
LOCATION: S3..334 
IDENTIFICATION METHOD: S 
SEQUENCE DESCRIPTION 

CCCTGAGCAG AGGGACCTGC ACACAGAGAC TCCCTCCTGG GCTCCTGGCA CC ATG GCC 58 

Met Ala 
1 

CCA CTG AAG ATG CTG GCC CTG GTC ACC CTC CTC CTG GGG GCT TCT CTG 106 
Pro Leu Lys Met Leu Ala Leu Val Thr Leu Leu Leu Gly Ala Ser Leu 

5 10 15 

CAG CAC ATC CAC GCA GCT CGA GGG ACC AAT GTG GGC CGG GAG TGC TGC 154 
Gin His He His Ala Ala Arg Gly Thr Asn Val Gly Arg Glu Cys Cys 

20 25 30 

CTG GAG TAC TTC AAG GGA GCC ATT CCC CTT AGA AAG CTG AAG ACG TGG 202 
Leu Glu Tyr Phe Lys Gly Ala He Pro Leu Arg Lys Leu Lys Thr Trp 
35 40 45 50 

TAC CAG ACA TCT GAG GAC TGC TCC AGG GAT GCC ATC GTT TTT GTA ACT 250 
so Tyr Gin Thr Ser Glu Asp Cys Ser Arg Asp Ala He Val Phe Val Thr 

55 60 65 



55 



30 



35 



40 
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GTG CAG GGC AGG GCC ATC TGT TCG GAC CCC AAC AAC AAG AGA GTG AAG 298 
Val Gin Gly Arg Ala He Cys Ser Asp Pro Asn Asn Lys Arg Val Lys 

70 75 80 

AAT GCA GTT AAA TAC CTG CAA AGC CTT GAG AGG TCT TGA AG CCTCCTCACC 349 
Asn Ala Val Lys Tyr Leu Gin Ser Leu Glu Arg Ser 

85 90 
CCAGACTCCT GACTGTCTCC CGGGACTACC TGGGACCTCC ACCGTTGGTG TTCACCGCCC 409 
CCACCCTGAG CGCCTGGGTC CAGGGGAGGC CTTCCAGGGA CGAAGAAGAG CCACAGTGAG 469 
GGAGATCCCA TCCCCTTGTC TGAACTGGAG CCATGGGCAC AAAGGGCCCA GATTAAAGTC 529 
TTTATCCTCA AAAAAAAAAA AAAAAAAAAA AAAAAAAAAA AAAAAAAAAA AAA 582 

SEQ ID NO: 2 
SEQUENCE LENGTH: 558 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: double 
TOPOLOGY: linear 
MOLECULAR TYPE: 
ORIGINAL SOURCE: 

ORGANISM: mouse 
FEATURE 

NAME/KEY: CDS 

LOCATION: 2..280 

IDENTIFICATION METHOD: S 
SEQUENCE DESCRIPTION 

C ATG AGG TCA CTT CAG ATG CTG CTC CTG GCT GCT CTG CTT CTG GGG ACT 49 
Met Arg Ser Leu Gin Met Leu Leu Leu Ala Ala Leu Leu Leu Gly Thr 
1 5 10 15 

TTT CTG CAG CAT GCC AGA GCT GCT CGA GCC ACC AAT GTA GGC CGA GAG 97 
Phe Leu Gin His Ala Arg Ala Ala Arg Ala Thr Asn Val Gly Arg Glu 
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20 25 30 

TGC TGC CTG GAT TAC TTC AAA GGG GCC ATT CCT ATC AGG AAG TTG GTG 145 
Cys Cys Leu Asp Tyr Phe Lys Gly Ala He Pro He Arg Lys Leu Val 

35 40 45 

AGC TGG TAT AAG ACC TCA GTG GAG TGT TCC AGG GAT GCC ATC GTG TTT 193 
Ser Trp Tyr Lys Thr Ser Val Glu Cys Ser Arg Asp Ala He Val Phe 
50 55 60 

rs CTG ACT GTC CAG GGC AAG CTC ATC TGT GCA GAC CCC AAA GAC AAA CAT 241 

Leu Thr Val Gin Gly Lys Leu lie Cys Ala Asp Pro Lys Asp Lys His 
65 70 75 80 

20 GTG AAG AAG GCC ATC AGA TTG GTG AAA AAC CCA AGG CCG TGA CCTTCCCGC 292 

Val Lys Lys Ala He Arg Leu Val Lys Asn Pro Arg Pro 
85 90 
25 TGAGGCATTT GGAGACGCCA GGGCTGCTGT CCATGGTTTC AACATAAAGC GGCCTGTGAC 352 

CAGCAGAGCC CAAGAGCAGC CACAGAGCAG AAGTCCCTGT TCCCTTTTTT ATGGACTCTT 412 
ATGCACTACA GGCGAACACA AAAAAAAGCA ACGGAATAAA GCCTTCCTCC CTCAAAAAAA 472 
30 AAAAAAAAAA AAAAAAAAAA AAAAAAAAAA AAAAAAAAAA AAAAAAAAAA AAAAAAAAAA 532 

AAAAAAAAAA AAAAAAAAAA AAAAAA 558 



35 



40 



45 



50 



SEQ ID NO: 3 
SEQUENCE LENGTH: 45 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 
SEQUENCE DESCRIPTION 

GATTAGTTCT AGATCGCGAC GCGGCCGCCC TTTTTTTTTT TTTTT 45 
SEQ ID NO: 4 
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SEQUENCE LENGTH: 16 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 
SEQUENCE DESCRIPTION 
TCGACCCACG CGTCCG 

SEQ ID NO: 5 
SEQUENCE LENGTH: 12 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 
SEQUENCE DESCRIPTION 
CGGACGCGTG GG 

SEQ ID NO: 6 
SEQUENCE LENGTH: 48 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 
SEQUENCE DESCRIPTION 

CTACTACTAC TAGGCCACGC GTCGACTAGT ACGGGGGGGG GGGGGGGG 

SEQ ID NO: 7 
SEQUENCE LENGTH: 31 
SEQUENCE TYPE: nucleic acid 
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STRANDEDNESS: single 
TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 

SEQUENCE DESCRIPTION 

CCTCTGAAGG TTCCAGAATC GATAGTCTAG A 

SEQ ID NO: 8 
SEQUENCE LENGTH: 35 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 
SEQUENCE DESCRIPTION 

5' P-CTCTAGACTA TCGATTCTGG AACCTTCAGA GGTTT-3' 

SEQ ID NO: 9 
SEQUENCE LENGTH: 32 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 
SEQUENCE DESCRIPTION 
CTACTACTAC TAGGCCACGC GTCGACTAGT AC 

SEQ ID NO: 10 
SEQUENCE LENGTH: 25 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
TOPOLOGY: linear 
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MOLECULAR TYPE: Other nucleic acid synthetic DNA 
SEQUENCE DESCRIPTION 
CCTCTGAAGG TTCCAGAATC GATAG 

SEQ ID NO: 11 
SEQUENCE LENGTH: 27 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 
SEQUENCE DESCRIPTION 
CGCCATATGG CTCGAGGGAC CAATGTG 

SEQ ID NO: 12 
SEQUENCE LENGTH: 29 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 
SEQUENCE DESCRIPTION 
CGCGCGGCCG CTCAAGACCT CTCAAGGCT 

SEQ ID NO: 13 
SEQUENCE LENGTH: 14 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 
SEQUENCE DESCRIPTION 
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AATTCGGCAC GAGG 

SEQ ID NO: 14 
SEQUENCE LENGTH: 10 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 

SEQUENCE DESCRIPTION 

GGAGCACGGC 

SEQ ID NO: 15 
SEQUENCE LENGTH: 24 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 
SEQUENCE DESCRIPTION 
CTCTGCTTCT GGGGACTTTT CTGC 

SEQ ID NO: 16 
SEQUENCE LENGTH: 24 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 
SEQUENCE DESCRIPTION 
GGTCACAGGC CGCTTTATGT TGAA 
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SEQ ID NO: 17 
SEQUENCE LENGTH: 27 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 
SEQUENCE DESCRIPTION 
CGCGGATCCG CTCGAGGGAC CAATGTG 

SEQ ID NO: 18 
SEQUENCE LENGTH: 29 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 
SEQUENCE DESCRIPTION 
CGCGCGGCCG CTCAAGACCT CTCAAGGCT 

SEQ ID NO: 19 
SEQUENCE LENGTH: 42 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 
SEQUENCE DESCRIPTION 

CGCTCTAGAA GCTCCGGAAT CATCCCAGTT GAGGAGGAGA AC 

SEQ ID NO: 20 
SEQUENCE LENGTH: 53 
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SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 
SEQUENCE DESCRIPTION 

CGCGCGGCCG CTCAGTGATG GTGATGGTGA TGACCCGGGT GCGCGGCGTC GGT 

SEQ ID NO: 21 
SEQUENCE LENGTH: 27 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 
SEQUENCE DESCRIPTION 
CGCGTCGACG GCACCATGGC CCCACTG 

SEQ ID NO: 22 
SEQUENCE LENGTH: 27 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 
SEQUENCE DESCRIPTION 
CGCTCTAGAA GACCTCTCAA GGCTTTG 

SEQ ID NO: 23 
SEQUENCE LENGTH: 38 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
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TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 

SEQUENCE DESCRIPTION 

GCTCTAGAGC CACCATGAAC CCCACGGATA TAGCAGAT 

SEQ ID NO: 24 
SEQUENCE LENGTH: 32 
SEQUENCE TYPE: nucleic acid 
STRANDEDNESS: single 
TOPOLOGY: linear 

MOLECULAR TYPE: Other nucleic acid synthetic DNA 
SEQUENCE DESCRIPTION 
CGTCTAGACT ACAGAGCATC ATGGAGATCA TG 



30 

Claims 

1 . A protein having the following characteristics: 

35 1 ) its expression from peripheral blood mononuclear cells is induced in the presence of an immunological stim- 

ulus; 

2) it is expressed mainly from thymus not from spleen, in the absence of the stimulus; and 

3) it has the two contiguous cysteine residues characteristic of type CC chemokines. 

40 2. The protein of claim 1 , wherein the immunological stimulus is phytohemagglutinin or that capable of inducing the 
humoral immunity. 

3. The protein of claim 2, wherein the immunological stimulus capable of inducing the humoral immunity is the pres- 
ence of a physiological concentration of a cytokine selected from GM-CSF, IL-3 and IL-4. 

45 

4. The protein of claim 1, wherein the expression thereof is suppressed under the condition in which the cellular 
immunity is induced. 

5. The protein of claim 1 which does not exhibit any migration activity on peripheral blood monocytes. 

50 

6. The protein of claim 1 which exhibits a migration activity on a cell expressing a receptor specific for the protein as 
claimed in claim 1 . 

7. The protein of claim 5, wherein the cell expressing a specific receptor is that expressing CCR4. 

55 

8. The protein of claim 7, wherein the cell expressing CCR4 is selected from T-cells, peripheral blood lymphocytes, 
and activated peripheral blood T-cells, Hut78 and Hut 102. 
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9. The protein of claim 7, wherein the cells expressing CCR4 are selected from T-cell lines, Jurkat, MT2 and MT4. 

10. A human type CC chemokine-like protein comprising an amino acid sequence of the amino acid residues 24-94 in 
SEQ ID NO: 1, or a variant thereof which container in said sequence, a substitution, insertion or deletion of an 
amino acid(s) or an amino acid sequence(s) and which has a function or an activity substantially equivalent to that 
of the said human type CC chemokine-like protein. 

11. A human type CC chemokine-like protein comprising an amino acid sequence of the amino acid residues 1-94 in 
SEQ ID NO: 1, or a variant thereof which contains, in said sequence, a substitution, insertion, or deletion of an 
amino acid(s) or an amino acid sequence(s) and which has a function or an activity substantially equivalent to that 
of the said human type CC chemokine-like protein. 

1 2. A mouse type CC chemokine-like protein comprising an amino acid sequence of the amino acid residues 24-93 in 
SEQ ID NO: 2, or a variant thereof which contains, in said sequence, a substitution, insertion, or deletion of an 
amino acid(s) or an amino acid sequence(s) and which has a function or an activity substantially equivalent to that 
of the said mouse type CC chemokine-like protein. 

13. A mouse type CC chemokine-like protein comprising an amino acid sequence of the amino acid residues 1-93 in 
SEQ ID NO: 2, or a variant thereof which contains, in said sequence, a substitution, insertion, or deletion of an 
amino acid(s) or an amino acid sequence(s) and which has a function or an activity substantially equivalent to that 
of the said mouse type CC chemokine-like protein. 

14. A DNA which encodes a protein or variant thereof as claimed in any one of claims 1-13. 

15. An expression vector comprising the DNA of claim 14. 

16. A transformant obtained by transforming a host cell with the expression vector of claim 15. 

17. The transformant of claim 16, wherein the host cell is a silkworm cell. 

18. A process for producing a protein or a variant thereof as claimed in any one of claims 1-13, which comprises culti- 
vating the transformant of claim 16, and recovering the produced protein from the cultured medium. 

19. A pharmaceutical composition comprising a protein or a variant thereof as claimed in any one of claims 1-13. 

20. A monoclonal antibody against a protein or a variant thereof as claimed in any one of claims 1-13. 

21 . A hybridoma cell producing the monoclonal antibody of claim 20. 

22. A method for screening an agonist or antagonist of the protein as claimed in any one of claims 1-13, which com- 
prises the steps in which a sample suspected to contain said agonist or antagonist, cells secreting said protein, and 
a cytokine inducing the secretion of said protein are mixed, and the amount of said protein secreted is measured. 

23. A method for screening an agonist or antagonist of the protein as claimed in any one of claims 1-13, which method 
comprises the steps in which a sample suspected to contain said agonist or antagonist is reacted with a receptor 
specific for said protein, and its binding activity and/or reactivity is measured. 
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Fig. 1 
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Fig. 2 
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Fig. 3 
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Fig. 4 
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Fig. 5 
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Determined sequence: ARGTNVGRE * * 
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Fig. 6 
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Fig. 7 
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Fig. 8 
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Fig. 9 
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Fig. 10 
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Fig. 11 
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Fig. 12 
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Fig. 13 
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Fig. 14 
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Fig. 15 
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Fig. 16 
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Fig. 17 
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Fig. 19 
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Fig. 20 
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Fig. 21 




BNSDOCID:<EP 0860446A1> 



54 



EP 0 860 446 A1 



Fig. 22 
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Fig. 23 
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Fig. 24 
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Fig. 25 
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Fig. 26 
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Fig. 27 
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Fig. 28 
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Fig. 30 
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